wo 03/031464 



PCTAJS02/32263 



desired remodeled glycan structure. Figure 40G are the formulas for the glycans that bind to 
the N-linked glycosylation sites (A and A') and to the O-liriked sites (B) of the Factor VHI 
peptides. Figure 40H to 40M are diagrams of contemplated remodeling steps of tiie peptides 
in Figure 40G based on the type of cell the peptide is expressed in and the desired remodeled 

5 glycan structures. 

Figure 41, comprising Figures 41 A to 41M, sets forth exemplary schemes for 
remodeling glycan structures on urokinase. Figure 41 A is a diagram depicting the urokinase 
peptide indicating a residue which binds to a glycan contemplated for remodeling, and an 
exemplary glycan formula bound thereto. Figure 41B to 41G are diagrams of contemplated 
10 remodeling steps of the peptide in Figure 41A based on the type of cell the peptide is 

expressed in and the desired remodeled glycan structure. Figure 41H is a diagram depicting 
the nrokinase peptide indicating a residue which binds to a glycan contemplated for 
remodeling, and an exemplary glycan jformula bound thereto. Figure 411 to 41M are 
diagrams of contemplated remodeling steps of the peptide in Figure 41H based on the type of 
1 5 cell the peptide is expressed in and the desired remodeled glycan structure. 

Figure 42, comprising Figures 42A to 42K, sets forth exemplary schemes for 
remodeling glycan structures on human DNase (hDNase). Figure 42A is a diagram depicting 
the human DNase pqptide indicating the residues which bind to glycans contemplated for 
remodeling, and exemplary glycan fonnulas bound thereto. Figure 42B to 42G are diagrams 
20 of contemplated remodeling stqps of the peptide in Figure 42A based on the type of cell the 
peptide is expressed in and the desired remodeled glycan structure. Figure 42H is a diagram 
depicting the human DNase peptide indicating residues which bind to glycans contemplated 
for remodeling, and exemplary glycan formulas bound thereto. Figure 421 to 42K are 
diagrams of contemplated remodeling steps of the peptide in Figure 42H based on the type of 
25 cell the peptide is expressed in and the desired remodeled glycan structure. 

Figure 43, comprising Figures 43A to 43L, sets fortih exemplary schemes for 
remodeling glycan structures on insulin. Figure 43A is a diagram: depicting the insulin 
peptide mutated to contain an N glycosylation site and an exemplary glycau formula bound 
thereto. Figure 43B to 43D are diagrams of contemplated remodeling steps of the peptide in 
30 Figure INS A based on the type of cell the peptide is expressed in and the desired remodeled 
glycan structure. Figure 43E is a diagram depicting insulin-nmcin fusion peptides indicating 
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a residue(s) which binds to a glycan contemplated for ranodeling, and an exemplary glycan 
fomiiaa bound thereto. Figure 43F to 43H are diagrams of contemplated remodeling steps of 
the peptide in Figure 43E based on the type of cell the peptide is expressed in and the desired 
remodeled glycan structure. Figure 431 is a diagram depicting the insulin-muciu fusion 
5 peptides and insulin peptides indicating a residue(s) which binds to a glycan contemplated for 
remodeUng, and formulas for the glycan. Figure 43J to 43L are diagrams of contemplated 
remodeling steps of the peptide in Figure 431 based on the type of cell the peptide is 
expressed in aiid the desired remodeled glycan structure. 

Figure 44, comprising Figures 44A to 44K, sets forth exemplary schemes for 
10 remodeling glycan structures on the M-antigen (preS and S) of the Hepatitis B surface protein 
(HbsAg). Figure 44A is a diagram depicting the M-antigen peptide indicating the residues 
which bind to glycans contemplated for remodeling, and formulas for the glycans. Figure 
44B to 44G are diagrams of contemplated remodeling steps of Ibe peptide in Figure 44A 
based on the type of cell the peptide is expressed in and the desired remodeled glycan 
15 structure. Figure 44H is a diagram depicting the M-antigen peptide indicating the residues 
which bind to glycans contemplated for remodeling, and formulas for the glycans. Figure 441 
to 44K are diagrams of contemplated remodeling steps of the peptide in Figure 44H based on 
the type of cell the peptide is espressed in and the desired remodeled glycan structure. 
Figure 45, comprising Figures 45A to 45K, sets forth exemplary schemes for 
20 remodeling glycan structures on human growth hormone, including N, V and variants 

thereof Figure 45 A is a diagram depicting the human growth hormone peptide indicating a 
residue which binds to a glycan contemplated for remodeling, and an exemplary glycan 
formula bound thereto. Figure 45B to 45D are diagrams of contemplated remodeling steps of 
the glycan of the peptide in Figure 45A based on the type of cell the peptide is expressed in 
25 and the desired remodeled glycan structure. Figure 45E is a diagram depicting the three 
fusion peptides comprising the human growth hormone peptide and part or all of a mucin 
peptide, and indicating a residue(s) which binds to a glycan contemplated for remodeling, and 
exemplary glycan formula(s) bound thereto. Figure 45F to 45K are diagrams of 
contemplated remodeling steps of the glycan of the peptides in Figure 45E based on the type 
30 of cell the peptide is expressed in and the desired remodeled glycan structure. 
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Figure 46, comprising Figures 46A to 46G, sets forth exemplary schemes for 
remodeling glycan structures on a TNF Receptor-IgG Fc region fusion protein (EnbreFM). 
Figure 46A is a diagram depicting a TNF Receptor~IgG Fc region fusion peptide which may 
he mutated to contain additional N-glycosylation sites indicating the residues which bind to 
5 glycam contemplated for remodeling, and formulas for the glycans. The TNF recqptor 
peptide is depicted in bold line, and the IgG Fc regions is depicted in regular line. Figure 
46B to 46G are diagrams of contemplated remodeling steps of Ihe peptide ia Figure 46A 
based on the type of cell the peptide is expressed in and the desired remodeled glycan 
stracture. 

10 Figure 47 provides exemplary schemes for remodeling glycan structures on an anti- 

HER2 monoclonal antibody (Herceptin™)' Figure 47A is a diagram depicting an anti-HER2 
monoctonal antibody which has been mutated to contain an N-glycosyMon site(s) indicating 
a residue(s) on the antibody heavy dhaan wMch binds to a glycan contemplated for 
remodeling, and an exemplary glycan formula bound thereto. Figure 47B to 47D are 

15 diagrams of contemplated remodeling steps of the glycan of the peptides in Figure 47A based 
on the type of cell the peptide is expressed in and the desired remodeled glycan structure. 

Figure 48, comprising Figures 48 A to 48D, sets forth exemplary schemes for 
remodeling glycan structures on a monoclonal antibody to Protein F of Respiratory Syncytial 
Virus (Synagis™). Figure 48A is a diagram depicting a monoclonal antibody to Protein F 

20 peptide which is mutated to contain an N-glycosylation sit©(s) indicating a residue(s) which 
binds to a glycan contemplated for remodeling, and an exemplary glycan formula bound 
thereto. Figure 48B to 48D are diagrams of contemplated remodeling steps of the peptide in 
Figure 48A based on the type of cell the peptide is expressed in and the desired remodeled 
glycan structure. 

25 Figure 49, comprising Figures 49A to 49D, sets forth exemplary schemes for 

remodeling glycan stixictures on a monoclonal antibody to TNF-a (Remicade™). Figure 49A 
is a diagram depicting a monoclonal antibody to TNF-a which has been mutated to contain an 
N-glycosylation site(s) indicating a residue which binds to a glycan contemplated for 
remodeling, and an exemplary glycan formula bound thereto. Figure 49B to 49D are 

30 diagrams of contemplated remodeling steps of the peptide in Figure 49A based on the type of 
cell the peptide is expressed in and the desired remodeled glycan structure. 
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Figure 50, comprising Figures 50A to SOD, sets forth exemplary schemes for 
remodeling glycan structures on a monoclonal antibody to glycoprotein TSbMa. (Reopro™). 
Figure 50A is a diagram depicting a mutant monoclonal antibody to glycoprotein TSb/THa. 
peptides which have been mutated to contain an N-glycosylation site(s) indicating the 
5 residue(s) which bind to glycans contemplated for remodeling, and exemplary glycan 

formulas bound thereto. Figure SOB to SOD are diagrams of contemplated remodeling steps 
based on the type of cell the peptide is expressed in and the desired remodeled glycan 
structure. Figure SOE is a diagram depicting monoclonal antibody to glycoprotein nb/IHa- 
mucin fusion peptides indicating the residues which bind to glycans contemplated for 
10 remodeling, and exemplary glycan fonnulas bound thereto. Figure 50F to 50H are diagrams 
of contemplated remodeling steps based on the type of cell the peptide is expressed in and the 
desired remodeled glycan structure. Figure 501 is a diagram depicting monoclonal antibody 
to glycoprotein JJbMa- mucin fusion peptides and monoclonal antibody to glycoprotein 
nb/nia peptides indicating the residues which bind to glycans contemplated for remodeling, 
15 and exemplary glycan formulas bound thereto. Figure 50J to SOL are diagrams of 

contemplated remodehng steps based on the type of cell the peptide is expressed in and the 
desired remodeled glycan structure. 

Figure 51, comprising Figures 51 A to SID, sets forth exemplary schemes for 
remodeling glycan structures on a monoclonal antibody to CD20 (Rituxan™). Figure 51A is 
20 a diagram depicting monoclonal antibody to CD20 which have been mutated to contain an N- 
glycosylation site(s) indicating the residue which binds to glycans contemplated for 
remodeling, and exemplary glycan formulas bound thereto. Figure SIB to SID are diagrams 
of contemplated remodeling steps of the glycan of the peptides in Figure 51 A based on the 
type of cell the peptide is expressed in and the desired remodeled glycan structure. Figure 
25 S IE is a diagram depicting monoctonal antibody to CD20 which has been mutated to contain 
an N-glycosylation site(s) indicating the Tesidue(s) which binds to glycans contemplated for 
remodeling, and exemplary glycan formulas bound thereto. Figure 51F to SIG are diagrams 
of contemplated remodeling steps of the glycan of the peptides m Figure SIE based on the 
type of cell the peptide is expressed ui and the desired ranodeled glycan structure. 
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Figure 52, comprising Figures 51A and 51B, is an exemplary nucleotide and 
corresponding amino acid sequence of granulocyte colony stimulating fector (Gr-CSF) (SEQ 
ID NOS:l and 2, respectively). 

Figure 53, comprising Figures 53A and 53B, is an exemplary nucleotide and 
5 corresponding amino acid sequence of interferon alpha (IFN-alpha) (SEQ ID N0S:3 and 4, 
respectively). 

Figure 54, comprising Figures 54A and 54B, is an exemplary nucleotide and 
corresponding amino acid sequence of interferon beta (IFN-beta) (SEQ ID lsrOS:5 and 6, 
respectively). 

10 Figure 55, comprising Figures 55A and 55B, is an exemplary nucleotide and 

corresponding amino acid sequence of Factor VHa (SEQ ID N0S:7and 8, respectively). 

Figure 56, comprising Figures 56A and 56B, is an exemplary nucleotide and 
corresponding amino add sequence of Factor DC (SEQ ID N0S:9 and 10, respectively). 
Figure 57, comprising Figures 57A tinrough 57D, is an exemplary nucleotide, and 
15 corresponding amino acid sequence of the alpha and beta chains of follicle stimulating 
hormone (FSH), respectively (SEQ ID NOS:ll tinough 14, respectively). 

Figure 58, comprising Figures 58A and 58B, is an exemplary nucleotide and 
corresponding amino add sequence of erythropoietin (EPO) (SEQ ID NOS: 15 and 16, 
respectively). 

20 Figure 59, comprising Figures 59A and 59B, is an exemplary nucleotide and 

corresponding amino add sequence of granulocyte-macrophage colony stimulating factor 
(GM-CSF) (SEQ ID NOS: 17 and 18, respectively). 

Figure 60, comprising Figures 60A and 60B, is an exemplary nucleotide and 
corresponding amino acid sequence of intraferon ganuna OFN-gamma) (SEQ ID NOS:19 and 

25 20, respectively). 

Figure 61, comprising Figures 61A and 61B, is an exemplary nucleotide and 
corresponding amino add sequence of a-l-protease inhibitor (A-l-PI, or Orantitrypsin) (SEQ 
ID NOS;21 and 22, respectively). 

Figure 62, comprising Figures 62A-1 to 62A-2, and 62B, is an exemplary nucleotide 
30 and corresponding amino add sequence of glucocerebrosidase (SEQ ID NOS:23 and 24, 
respectively). 
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Figure 63, comprising Figures 63A and 63B, is an exemplary nucleotide and 
corresponding amino acid sequence of tissue-type plasminogen activator (TPA) (SEQ ID 
NOS;25 and 26, respectively). 

Figure 64, comprising Figures 64A and 64B, is an exemplary nucleotide and 
5 corresponding amino add sequence of interleuldn-2 (IL-2) (SEQ ID NOS:27 and 28, 
respectively). 

Figure 65, comprising Figures 65A-1 through 65A-4 and Figure 65B-1 through 65B- 
4, is an exemplary nucleotide and corresponding amino acid sequence of Factor Vm (SEQ 
ID NOS:29 and 30, respectively). 
10 Figure 66, comprising Figures 66A and 66B, is an exemplary nucleotide and 

corresponding amino acid sequence of urokinase (SEQ ID NOS:33 and 34, respectively). 

Figure 67, comprising Figures 67A and 67B, is an exemplary nucleotide and 
corresponding amino acid sequence of human recombinant DNase (hrDNase) (SEQ ID 
NOS:39 and 40, respectively). 
1 5 Figure 68, comprising Figures 68A and 68B, is an exemplary nucleotide and 

corresponding amino acid sequence of a humanized monoclonal antibody to glycoprotein 
nb/nia (SEQ ID NOS:43 and 44, respectively). 

Figure 69, comprising Figures 69A and 69B, is an exemplary nucleotide and 
corresponding amino add sequence of S-protein from a Hepatitis B virus (HbsAg) (SEQ ID 
20 NOS:45 and 46, respectively). 

Figure 70, comprising Figures 70A and 70B, is an exemplary nucleotide and 
coixesponding amino acid sequence of human growth hormone (HGtT) (SEQ ID NOS:47 and 
48, respectively). 

Figure 71, comprising Figures 71 A and 71B, is an exemplary nucleotide and 
25 corresponding amino acid sequence of the 75 kDa tumor necrosis fector receptor (TNF-R), 
which comprises a portion of Enbrel™ (tumor necrosis factor receptor (TNF-R)yigG fusion) 
(SEQ ID N0S:31 and 32, respectively). 

Figure 72, comprising Figures 72A and 72B, is an exemplary amino acid sequence of 
the light and heavy chains, respectively, of Herceptm™ (monoclonal antibody (MAb) to Her- 
30 2, human epidermal growth factor receptor) (SEQ ED NOS:35 and 36, respectively). 
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Figure 73, comprisiiig Figures 73A and 73B, is an exemplary amino acid sequence the 
heavy and light chains, respectively, of Synagis™ (MAb to F peptide of Respiratory 
Syncytial Virus) (SEQ ID NOS:37 and 38, respectively). 

Figure 74, comprisiag Figures 74A and 74B, is an exemplary nucleotide and 
5 corresponding amino add sequence of the non-human variable regions of Remicade™ (MAb 
to TNFa) (SEQ ID N0S:41 and 42, respectively). 

Figure 75, comprising Figures 75A and 75B, is an exemplary nucleotide and 
corresponding amino add sequence of the Fc portion of human IgG (SEQ ID NOS:49 and 50, 
respectively). 

1 0 Figure 76 is an exemplary amino acid sequence of the mature variable region light 

chain of an anti-glycoprotem nb/DIa murine antibody (SEQ ID NO:52). 

Figure 77 is an exemplary amino add sequence of tiie mature variable region heavy 
chain of an anti-glycoprotein UbMa murine antibody (SEQ ID NO:54). 

Figure 78 is an exemplary amino acid sequence of variable region light chain of a 
1 5 human IgG (SEQ ID N0:5 1). 

Figure 79 is an exemplary amino acid sequence of variable region heavy chain of a 
human IgG (SEQ ID NO:53). 

Figure 80 is an exemplary amiuo acid sequence of a light chain of a human IgG (SEQ 

ID NO:55). 

20 Figure 8 1 is an exemplary amino acid sequence of a heavy chain of a human IgG 

(SEQIDNOS:56). 

Figure 82, comprising Figures 82A and 82B, is an exemplary nucleotide and 
coiresponding amino acid sequence of the mature variable region of the light chain of an anti- 
CD20 murine antibody (SEQ ID NOS:59 and 60, respectively). 
25 Figure 83, comprising Figures 83 A and 83B, is an eixen^lary nucleotide and 

corresponding amino acid sequence of the mature variable region of the heavy chain of an 
anti-CD20 murine antibody (SEQ ID N0S:61 and 62, respectively). 

Figure 84, comprising Figures 84A throu^ 84E, is the nucleotide sequence of the 
tandem chimeric antibody expression vector TCAE 8 (SEQ ID NOS:57). 
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Figure 85, comprising Figures 85A through 85E, is the nucleotide sequence of the 
tandem chimeric antibody expression vector TCAE 8 contaioing the light and heavy variable 
domains of the anti-CD20 murine antibody (SEQ ID NOS:58). 

Figure 86 is an image of an acrylamide gel depicting the results of FACE analysis of 
5 thepre-andpost-sialylationofTPlO. The BiNAo species has no sialic acid residues. The 
BiNAi species has one sialic acid residue. The BiNA2 species has two sialic acid residues. Hi 
= biantennary; NA = neuraminic acid. 

Figure 87 is a graph depictmg the plasma concentration in ng/ml over time of pre- and 
post-sialylation TPIO injected into rats. 
10 Figure 88 is a graph depicting the area under the plasma concentration-time curve 

(AUG) in tig/br/ml for pre- and post sialylated TPl 0. 

Figure 89 is an image of an acrylamide gel depicting the results of FACE analysis of 
the pre- and post-fucosylation of TPl 0. The BiNAiFi species has tvro neuraminic acid (NA) 
residues and two fucose residues (F). 
15 Figure 90 is a graph depicting the in vitro binding of TP20 (sCRlsLe'^) glycosylated 

in vitro (diamonds) and in vivo in Led 1 CHO cells (squares). 

Figure 91 is a graph depictmg the analysis by 2-AA HPLC of glycoforms from the 
GlcNAc-ylation of EPO. 

Figure 92, comprising Figures 92A and 92B, is two graphs depicting the MAIDI- 
20 TOF spectrum of RNaseB (Figure 92A) and the HPLC profile of the oKgosaocharides 

cleaved ftom RNaseB by N-Glycanase (Figure 92B). The majority of N-glycosylation sites 
of the peptide are modified with high raamiose oligosaccharides consisting of 5 to 9 mannose 
residues. 

Figure 93 is a scheme depicting the conversion of high mannose N-Glycans to hybrid 
25 N-Glycans. Enzyme 1 is al ,2-mannosidase, fiom Trichodoma reesei or Aspergillus saitoi. 
Enzyme 2 is GnT-I (p-l,2-JV-acetyl glucosarainyl transferase T). Enzyme 3 is GalT-I (pi,4- 
galactosyltransfease 1). Enzyme 4 is a253-sialyltransferase or a2,6-sialyltransferase. 

Figure 94, comprising Figures 94A and 94B, is two graphs depicting theMALDI- 
TOF spectrum of RNaseB treated with a recombinant T. reesei al,2-mannosidase (Figure 
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94A) and the HPLC profile of the oUgosaocharides cleaved by N-Glyoanase fiom the 
modified RNaseB (Figuie 94B). 

Figure 95 is a graph depicting the MALDI-TOF spectrum of RNaseB treated with a 
commercially available al,2-maimosidase purified &omA. saitoi (Glyko & CalBioChem). 

Figure 96 is a graph depicting the MAIX)I-TOF spectrum of modified RNaseB by 
treating the product shown in Figure 94 with a recombinant GnT-I (GlcNAc transferase-I). 

Figure 97 is a graph depicting the MALDI-TOF spectrum of modified RNaseB by 
treating the product shown in Figure 96 with a recombinant GalT 1 (galactosyltransferase 1). 

Figure 98 is a graph depicting the MALDI-TOF spectrum of modified RNaseB by 
treating tiie product shown in Figure 97 with a recombinant ST3Gal HI (a2^- 
sialyltransferase IE) using CMP-SA as the donor for the transferase. 

Figure 99 is a graph depicting the MALDI-TOF spectrum of modified RNaseB by 
treating the product shown in Figure 97 with a recombinant ST3Gal m (a2,3- 
sialyltransferase ID) using CMP-S A-PEG (10 ]d)a) as the donor for the transferase. 

Figure 100 is a series of schemes deleting the conversion of high mannose N-glycans 
to complex N-glycans. Enzyme 1 is al,2-mannosidase fix)m Trichoderma reesei or 
Aspergillus saitoi. Enzyme 2 isGnT-L Enzyme 3 is GalT 1. Enzyme 4 is ce2,3- 
sialyltransferaseora2,6-sialyltransferase. Enzyme 5 is o-mannosidase E. Enzyme 6 is a- 
mannosidase. Enzyme 7 is GnT-H. Enzyme 8 is al,6-maraiosidase. Enzyme 9 is al,3- 
mannosidase. 

Figure 101 is a diagram of the linkage catalyzed by iV'-acetylglucosaminyltransferase I 
to VI (GnT I-VI). R = GlcNAcp l,4GlcNAo-Asn-X. 

Figure 102, comprising Figures 102A and 102B, are graphs depicting Ihe 2-AA HPLC 
analysis of two lots of EPO to which N-acetylglucosamine was been added- Figure 102A 
depicts the analysis of lot A, and Figure 102B depicts the analysis of lot B. 

Figure 103 is a graph depicting the 2-AA HPLC analysis of the products the reaction 
introducing a third glycan branch to EPO with GnT-V. 

Figure 104 is a graph depicting a MALDI-TOF spectrum of the glycans of the EPO 
preparation after treatment with GnT-I, GnT-H, GnT-m, GnT-IV and GalTl, with 
appropriate donor groups. 
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Figure 105 is an image of an isoelectric focusing (lEF) gel depicting Ihe products of 
the desialylation reaction of human pituitary FSH. Lanes 1 and 4 are isoelecliic focusing 
(EBF) standards. Lane 2 is native FSH. Lane 3 is desialylated FSH. 

Figure 106 is an image of an SDS-PAGE gel of the products of llie reactions to make 
PEG-sialylation of rFSH. Lanes 1 and 8 are SeeBlue+2 molecular weight standards. Lane 2 
is 15 \ig of native FSH. Lane 3 is 15 ng of asialo-FSH (AS-FSH). Lane4 is 15 jig of the 
products of the reaction of AS-FSH with CMP-SA. Lane 5 is 15 ng of the products of ihe 
reaction of AS-FSH vvith CMP-SA-PEG (IkDa). Lane 6 is 15 jig of the products of the 
reaction of AS-FSH with CMP-SA-PEG (5kDa). Lane 7 is 15 ng of the products of the 
reaction of AS-FSH with CMP-SA-PEG (10 kDa). 

Figure 107 is an image of an isoelectric focusing gel of the products of the reactions 
to make PEG-sialylation of FSH. Lanes 1 and 8 are lEF standards. Lane 2 is 15 ng of native 
FSH. Lane 3 is 15 jxg of asialo-FSH (AS-FSH). Lane4 is IS jig of the products of the 
reaction of AS-FSH with CMP-SA. Lane 5 is 15 pg of the prodiicts of the reaction of AS- 
FSH with CMP-SA-PEG (IkDa). Lane 6 is 15 ]Lg of the products of the reaction of AS-FSH 
with CMP-SA-PEG (5kDa). Lane 7 is 15 tig of the products of the reaction of AS-FSH with 
CMP-SA-PEG (10 kDa). 

Figure 108 is an image of an SDS-PAGE gel of native non-recombinantFSH 
produced in human pituitary cells. Lanes 1, 2 and 5 are SeeBlue™4-2 molecular weight 
standards. Lanes 3 and 4 are native FSH at 5 ng and 25 ng, respectively. 

Figure 1 09 is an image of an isoelectric focusing gel <^H 3-7) depicting the products 
of the asialylation reaction of rFSH. Lanes 1 and 4 are lEF standards. Lane 2 is native rFSH. 
Lane 3 is asialo-rFSH. 

Figure 1 10 is an image of an SDS-PAGE gel depicting the results of the PEG- 
sialylation of asialo-rFSH. Lane 1 is native rFSH. Lane 2 is asialo-FSH. Lane 3 is the 
products of the reaction of asialo-FSH and CMP-SA. Lanes 4-7 are the products of the 
reactionbetween asialoFSH and 0.5 mM CMP-SA-PEG (10 kDa) at 2 hr, 5 hr, 24 hr, and 48 
hr, respectively. Lane 8 is the products of the reaction between asialo-FSH and 1 .0 mM 
CMP-SA-PEG (1 0 kDa) at 48 hr. Lane 9 is the products of ihe reaction betweai asialo-FSH 
and 1.0 mM CMP-SA-PEG (1 kDa) at 48 hr. 
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Figure 111 is an image of an isoelectric focusing gel showing the products of PEG- 
sialylation of asialo-rFSH with a CMP-SA-PEG (1 kDa). Lane 1 is native rFSH. Lane 2 is 
asialo-rFSH. Lane 3 is the products of the reaction of asialo-rFSH and CMP-SA at 24 hr. 
Lanes 4-7 are the products of the reaction of asialo-rFSH and 0.5 mM CMP-SA-PEG (1 kDa) 
at 2 hr, 5 hr, 24 hr, and 48 hr, respectively. Lane 8 is blank. Lanes 9 and 10 are the products 
of the reaction at 48 hr of asialo-rFSH and CMP-SA-PEG (10 kDa) at 0.5 mM and 1.0 mM, 
respectively. 

Figure 1 12 is graph of the pharmacokinetics of rFSH and rFSH-SA-PEG (IKDa and 
10 KDa). This graph illustrates the relationship between the time a rFSH compound is in the 
blood stream of the rat, aad the mean concentration of the rFSH compound ia Ihe blood for 
glycoPEGylated rFSH as compared to non-PEGylated rFSH. 

Figure 1 13 is a graph of the results of the FSH bioassay using Sertoh cells. This 
gr^h illustrates the relationship between the FSH concentration in the Sertoli cell incubation 
medium and the amount of 17-P estradiol released from the Sertoli cells. 

Figure 1 14 is an image of an SDS-PAGB gel: standard (Lane 1); native transfenin 
(Lane 2); asialotransfenin (Lane 3); asialotramferrin and CMP-SA (Lane 4); Lanes 5 and 6, 
asialotransferrin and CMP-SA-PEG (1 kDa) at 0.5 mM and 5 mM, respectively; Lanes 7 and 
8, asialotransferrin and CMP-SA-PEG (5 kDa) at 0.5 mM and 5 mM, respectively; Lanes 9 
and 10, asialotransferrin and CMP-SA-PEG (10 kDa) at 0.5 mM and 5 mM, respectively. 

Figure 1 15 is an unage of an lEF gel: native transfenin (Lane 1); asialotransferrin 
(Lane 2); asialotransferrin and CMP-SA, 24hr (Lane 3); asialotransferrin and CMP-SA, 96 hr 
(Lane 4) Lanes 5 and 6, asialotransfearai and CMP-SA-PEG (1 kDa) at 24 hr and 96 hr, 
respectively; Lanes 7 and 8, asialotransferrin and CMP-SA-PEG (5 kDa) at 24 hr and 96 hr, 
respectively; Lanes 9 and 10, asialotransfenin and C]MP-SA-PEG (10 kDa) at 24 hr and 96 
hr, respectively. 

Figure 1 16 is an image of an isoelectric focushag gel (pH 3-7) of asialo-Factor VUa. 
Lane 1 is rFactor VUa; lanes 2-5 are asialo-Factor VUa. 

Figure 1 17 is a graph of a MALDI spectra of Factor Vila. 

Figure 11 8 is a graph of a MALDI spectra of Factor VHa-PEG (1 kDa). 

Figure 1 19 is a graph depicting a MALDI spectra of Factor VUa-PEG (10 kDa). 
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Figure 120 is an image of an SDS-PAGE gel of PEGylated Factor VHa. Lane 1 is 
asialo-Factor Vila. Lane 2 is the product of the reaction of asialo-Fax5tor Vila and CMP-SA- 
PEG(1 kDa) with ST3Gal3 after 48 hr. Lane 3 is the product of tlie reaction of asialo-Faxjtor 
VHa and CMP-SA-PEG (1 kDa) with ST3Gal3 after 48 hr. Lane 4 is the product of the 
reaction of asialo-Factor VHa and CMP-SA-PEG (1 0 kDa) with ST3Gal3 at 96 hr. 

Figure 121 is an image of an lEF gel depicting the pi of the products of the 
desialylation procedure. Lanes 1 and 5 are lEF standards. Lane 2 is Factor IX protein. Lane 
3 is rFactor IX protein. Lane 4 is the desialylation reaction of rFactor DC protein at 20 hr. 

Figure 122 is an image of an SDS-PAGB gel depictmg the molecular weight of Factor 
DC conjugated with either SA-PEG (1 kDa) or SA-PEG (1 0 kDa) after reaction with CMP- 
SA-PEG. Lanes 1 and 6 are SeeBlue +2 molecular weight standards. Lane 2 is rF-DC. Laae 
3 is desialylated rF-DC. Lane 4 is rFactor DC conjugated to SA-PEG (1 kDa). Lane 5 is 
rFactor DC conjugated to SA-PEG (10 kDa). 

Figure 123 is an image of an SDS-PAGE gel depicting the reaxjtion products of direct- 
sialylation of Factor-DC and sialic acid capping of Factor-DC-SA-PEG. Lane 1 is protein 
standards, lane 2 is blank; lane 3 is rFactor-DC; lane 4 is SA capped rFactor-DC-SA-PEG (10 
KDa); lane 5 is rFactor-DC-SA-PEG (10 KDa); lane 6 is ST3Gall; lane 7 is ST3Gal3; lanes 8, 
9, 10 are rFactor-IX-SA-PEG(10 KDa) with no prior siaUdase treatment 

Figure 124 is a graph depicting aMALDI spectrum the glycans of native EPO. 

Figure 125 is an image of an SDS-PAGE gel of the products of the PEGylation 
reactions usmg CMP-NAN-PEG (IKDa), and CMP-NAN-PEG (lOKDa). 

Figure 126 is a graph depictmg the results of the in vitro bioassay of PEGylated EPO. 
Diamonds represent the data ftom sialylated EPO having no PEG molecules. Squares 
represent the data obtained using EPO with PEG (IKDa). Triangles represent the data 
obtained usmg EPO with PEG (lOKDa). 

DETAILED DESCRIPTION OF THE INVENTION 
The present invention includes methods and compositions for the cell free in vitro 
addition and/or deletion of sugars to or from a peptide molecule in such a manner as to 
provide a glycopeptide molecule havmg a specific customized or desired glycosylation 
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pattern, wherein the glyoopeptide is produced at an industrial scale. In a preferred 
embodiment of the inveaitioii, the glyoopeptide so produced has attached thereto a modified 
sugar that has been added to the peptide via an enzymatic reaction. A key feature of the 
invention is to take a peptide produced by aay cell type and generate a core glycan structure 
on the peptide, following which flie glycan structure is then remodeled in vitro to generate a 
glycopeptide having a glycosylation pattern suitable for therapeutic use in a mammal. More 
specifically, it is possible according to the present invention, to prepare a glycopeptide 
molecule having a modified sugar molecule of other compound conjugated thereto, such that 
the conjugated molecule confers a beneficial property on the peptide. According to the 
present invention, the conjugate molecule is added to the peptide enzymatically because 
KDzyme-based addition of conjugate molecules to peptides has the advantage of 
regioselectivity and stereoselectivity. It is therefore possible, using the methods and 
compositions provided herein, to remodel a peptide to confer upon the peptide a desired 
glycan structure preferably having a modified sugar attached thereto. It is also possible, 
using the methods and compositions of the invention to generate peptide molecules havmg 
desired and or modified glycan structures at an industrial scale, thereby, for Ihe first time, 
providing the art with a practical solution for the efdcient production of improved therapeutic 
peptides. 
Definitions 

Unless defined otherwise, all technical and scientific terms used hereui generally have 
fim same meaning as commonly understood by one of ordinary skill in the art to which this 
invention belongs. Generally, the nomenclative used herein and the laboratory procedures in 
ceU culture, molecular genetics, organic chemistry, aad nucleic acid chemistry and 
hybridization are those well known and commonly employed in the art. Standard techniques 
are used for nucleic acid and peptide synthesis. The techniques and procedures are generally 
performed according to conventional methods in the art and various general references (e.g., 
Sambrook et al., 1989, Molecular Cloning: A Laboratory Manual, 2d ed. Cold Spring Harbor 
Laboratory Press, Cold Spring Harbor, NY), which are provided throughout this document. 
The nomenclature used herein and the laboratory procedures used in analytical cheanistry and 
organic syntheses described below are those well known and commonly employed in the art 
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Standard techniques or modifications thereof are used for chemical synlheses and chemical 

analyses. 

The articles "a" and "an" are used herein to refer to one or to more than one {i.e. to at 
least one) of the grammatical object of the article. By way of example, "an element" means 
one element or more than one element. 

The terai "antibody," as used herein, refisrs to an immunoglobulin molecule which is 
able to specificaUy bind to a specific epitope on an antigen. Antibodies can be intact 
immmioglobiilins derived from natural sources or from recombinant sources and can be 
immunoreactive portions of intact immunoglobulins. Antibodies are typically tetramers of 
immmioglobTilin molecules. The antibodies in the present invention may exist in a variety of 
forms including, for example, polyclonal antibodies, monoclonal antibodies, Fv, Fab and 
F(ab)2, as well as single chain antibodies and humanized antibodies (Harlow et al., 1999, 
Using Antibodies: A Laboratory Manual, Cold Spring Harbor Laboratory Press, NY; Harlow 
et al, 1989, Antibodies: A Laboratory Manual, Cold Spring Harbor, New Yorls^ Houston et 
al., 1988, Proc. Natl. Acad. Sci. USA 85:5879-5883; Bird et al„ 1988, Science 242:423-426). 

By the term "synthetic antibody" as used herein, is meant an antibody which is 
generated using recombmant DNA technology, such as, for example, an antibody expressed 
by a bacteriophage as described herein. The term should also be constmed to mean an 
antibody which has been generated by the synthesis of a DNA molecule encoding tiie 
antibody and which DNA molecule expresses an antibody protein, or an amino acid sequence 
speci^g the antibody, wherem the DNA or amino acid sequence has been obtained using 
synthetic DNA or amino acid sequence technology which is available and weU known in the 
art. 

As used herein, a "functional" biological molecule is a biological molecule in a form 
in wHch it exhibits a property by which it is characterized. A functional enzyme, for 
example, is one which exhibits the characteristic catalytic activity by which the enzyme is 

characterized. ^ 

As used herein, the structure " | ^AA " , is the point of connection between an 

amino acid in the peptide chain and tiie glycan structure. 

"N-liuked" oligosaccharides are those oligosaccharides that are linked to a peptide 
backbone through asparagme, by way of an asparagme-N-acetylglucosamine linkage. N- 
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linked oligosaccharides are also called "N-glycans." All N-linked oligosaccharides have a 
common pentasaccharide core of MansGlcNAcz. They differ in the presence o^ and in the 
number of branches (also caUed antennae) of peripheral sugars such as N-acetylglucosamine, 
galactose, N-acetylgalactosamine, fiicose and sialic acid. Optionally, this structure may also 
5 contain a core fucose molecule and/or a xylose molecule. 

An "elemental teimannosyl core structure" refers to a glycan moiety comprising solely 
a trimannosyl core structure, with no additional sugars attached thereto. Whea the term 
"elemental" is not included in the description of the "trimannosyl core structure," then the 
glycan comprises the trimannosyl core structure with additional sugars attached thereto. 
10 Optionally, this structure may also contain a core fucose molecule and/or a xylose molecule. 
The term "elemental ttimannosj^ core glycopeptide" is used herein to refer to a 
glycopeptide having glycan structures comprised primarily of an elemental trimannosyl core 
structure. Optionally, this structure may also contain a core fucose molecule and/or a xylose 
molecule. 

15 "0-linked" oHgosaccharides are those oligosaccharides that are linked to a peptide 

backbone through threonine or serine. 

All oHgosaccharides described herein are described with Ibe name or abbreviation for 
the non-reducing saccharide (i.e., Gal), followed by the configuration of the glycosidic bond 
(a or j3), the ring bond (1 or 2), the ring position of the reducing saccharide involved in the 
20 bond (2, 3, 4, 6 or 8), and then the name or abbreviation of the reducing saccharide (i.e., 

GlcNAc). Each saccharide is preferably a pyranose. For a review of standard ^ycobiology 
nomenclature see, Essentials of Glycobiology Varki et al. eds., 1999, CSHL Press. 

The terai "sialic acid" refers to any member of a family of nine-carbon caiboxylated 
sugars. The most common member of the sialic acid family is N-acetyl-neuraminic acid (2- 
25 keto-5-acetamido-3,5-dideoxy-D-glycero-D-galactononulDpyTanos-l-onic acid (often 

abbreviated as Neu5 Ac, NeuAc, or NANA). A second member of the family is N-glycolyl- 
neuraminic acid (NeuSGc or NeuGc), in whichtheN-acetyl group of NeuAc is hydroxylated. 
A third siaHc acid femily member is 2-keto-3-deoxy-nonulosomc acid (KDN) (Nadano et al 
(1986) J. Biol Chem. 261: 11550-11557; Kanamori et al, J. Biol Chem. 265: 21811-21819 
30 (1990)). Also included are 9-substituted sialic acids such as a 9-0-Ci-C6 acyl-NeuSAc like 
9-0-lactyl-Neu5Ac or 9-0-acetyl-Neu5Ac, 9-deoxy-9-fluoro-Neu5Ac and 9-azido-9-deoxy- 
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NeuSAc. For review of tiie sialic acid family, see, e.g., Varld, Glycobiology 2: 25-40 (1992); 
Sialic Acids: Chemistry. Metabolism and Function, R. Schauer, Ed (Springear-Verlag, New 
York (1 992)). The synliiesis and use of sialic acid compounds in a sialylation procedure is 
disclosed in interoational application WO 92/16640, published Ctotober 1, 1992. 

A peptide having "desired glycosylation", as used herein, is a peptide that comprises 
one or more oligosaccharide molecules which are required for efficient biological activity of 
the peptide. 

A "disease" is a state of health of an animal wherein the animal cannot maintain 
homeostasis, and wherein if the disease is not ameliorated then the animal's health continues 
to det®dorate. 

The "area under the curve" or "AUG", as used herein in the context of administering a 
peptide drug to a patient, is defined as total area under the curve that describes the 
concentration of drug in systemic circulation in the patient as a function of time from zero to 
mfinily. 

The term "half-life" or "t Yz", as used herein in the context of administering apeptide 
drug to a patient, is defined as the time required for plasma concentration of a drug in a 
patient to be reduced by one half There may be more than one half-Ufe associated with the 
peptide drug depending on multiple clearance mechanisms, redistribution, and other 
mechanisms well known in the art. Usually, alpha and beta half-lives are defined such that 
tiie alpha phase is associated witti redistri.bution, and the beta phase is associated with 
clearance. However, with protein drugs that are, for the most part, confined to the 
bloodstream, there can be at least two clearance half-lives. For some glycosylated peptides, 
rapid beta phase clearance may be mediated via receptors on macrophages, or endothelial 
cells that recognize terminal galactose, N-acetylgalactosamine, N-acetylglucosamine, 
mamiose, or fiicose. Sbwer beta phase clearance may occur via renal glomerular filtration 
for molecules with an effective radius < 2 nm (approximately 68 kD) anxi/or specific or non- 
specific uptake and metabolism m tissues. GlycoPEGyladon may cap terminal sugars (e.g. 
galactose or N-acetylgalactosamine) and thereby block rapid alpha phase clearance via 
receptors that recognize these sugars. It may also confer a larger efifective radius and thereby 
decrease the volume of distribution and tissue uptake, thereby prolonging the late beta phase. 
Thus, &e precise impact of glycoPEGylation on alpha phase and beta phase half-lives will 
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vary depending upon the size, state of glycosylation, and other parametors, as is well known 
in the art. Further explanation of "half-life" is found in Phannaceutical Biotechnology 
(1997, DFA Cronunelin and ED Sindelar, eds., Harwood Publishers, Amsterdam, pp 101 - 
120). 

The term "residence time", as used herein in &e context of administering a peptide 
drug to apatient, is defined as the average time that drug stays in liie body of the patient after 

dosing. , 

An "isolated nucleic acid" refers to a nucleic acid segment or fragment which has 
been separated from sequences which flank it in a naturally occurring state, e.g., a DNA 
fragment which has been removed from the sequences which are normally adjacent to the 
fragment, e.g., the sequences adjacent to the fragment in a genome in which it naturally 
occurs. The term also appUes to nucleic acids which have been substantially purified from 
other components which naturally accompany the nucleic acid, e.g., RNA or DNA or 
proteins, wHch naturaHy accompany it in the ceU. The team therefore includes, for example, 
a recombinant DNA which is incoiporated into a vector, into an autonomously replicating 
plasmid or virus, or into the genomic DNA of a prokaryote or eukaryote, or which exists as a 
separate molecule (e.g., as a cDNA or a genomic or cDNA fragment produced by PGR or 
restriction enzyme digestion) independent of other sequences. It also includes a recombinant 
DNA which is part of a hybrid nucleic acid encoding additional peptide sequence. 

A "polynucleotide" means a single strand or parallel and anti-parallel strands of a 
nucleic acid. Thus, a polynucleotide may be either a single-stranded or a double-stranded 
nucleic acid. 

The term "nucleic acid" typically refers to large polynucleotides. The term 
"oligonucleotide" typicaUy refers to short polynucleotides, generally no greater than about 50 
nucleotides. 

Conventional notation is used hesreui to describe polynucleotide sequences: the left- 
hand end of a single-stranded polynucleotide sequence is the 5'-end; the left-hand direction of 
a double-stranded polynucleotide sequence is referred to as the 5'-direction. The direction of 
5' to 3' addition of nucleotides to nascent RNA transcripts is referred to as the transcription 
direction. The DNA strand having the same sequence as an mRNA is referred to as the 
"coding strand"; sequences on the DNA strand which are located 5' to a reference point on the 
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DNA are referred to as "upstream sequences"; sequences on the DNA strand which are 3' to a 
reference point on the DNA are referred to as "downsiream sequences." 

"Encoding" refers to the inherent property of specific sequences of nucleotides in a 
polynucleotide, such as a gene, a cDNA, or an mRNA, to serve as templates for synthesis of 
other polymers and macromolecules in biological processes having either a defined sequence 
of nucleotides (i.e., rRNA, tRNA and mRNA) or a defined sequence of amino adds and the 
biological properties resulting therefix>m. Thus, a nucleic acid seqaenoe encodes a protein if 
transcription and translation of mENA corresponding to that nucleic acid produces the 
protein m a ceU or other biological system. Bofli the coding strand, the nucleotide sequence 
of which is identical to the mRNA sequence and is usually provided in sequence hstings, and 
the non-coding strand, used as the template for transcription of a gene or cDNA, can be 
referred to as encoding the protein or other product of that nucleic acid or cDNA. 

Unless otiierwise specified, a "nucleotide sequence encoding an amino acid sequence" 
inchides all nucleotide sequences that are degenerate versions of each other and fliat encode 
the same amino acid sequence. Nucleotide sequences that encode proteins and RNA may 
include introns. 

"Homologous" as used herein, refers to the subunit sequence similarity between two 
polymeric molecules, e.g., between two nucleic add molecules, e.g., two DNA molecules or 
two RNA molecules, or between Wo peptide molecules. When a subunit position in botii of 
the two molecules is occupied by the same monomeric subunit, e.g., if a position in each of 
two DNA molecules is occupied by adenine, then they are homologous at that position. The 
homology between two sequences is a dired function of tiie number of matching or 
homologous positions, e.g., if half (e.g., five positions m a polymer ten submiits in length) of 
the positions in two compound sequences are homologous then tiie two sequences are 50% 
homologous, if 90% of the positions, e.g., 9 of 10, are matched or homologous, the two 
sequences share 90% homology. By way of example, the DNA sequences 3'ATTGCC5' and 
3TATGGC share 50% homology. 

As used herein, "homology" is used synonymously witii "identity." 

The determination of percent identity between two nucleotide or amino acid 
sequences can be accomplished using amatiiematical algorithm. For example, a 
mathematical algorithm useful for comparing two sequences is the algorithm of Karhn and 
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Altschul (1990, Proc. Natl. Acad. Sd. USA 87:2264-2268), modijaed as in Karlin and 
Altschul (1993, Proc. Natl. Acad. Sci. USA 90:5873-5877). This algorithm is incorporated 
into the NBLAST and XBLAST programs of Altschul, et al. (1990, J. Mol. Biol. 215:403- 
410), and can be accessed, for example at the National Center for Biotechnology Moimation 
(NCBI) world wide web site having the universal resource locator 

"http://www.ncbi.nlni.mh.gov/BLAST/". BLAiST nucleotide searches can be performed with 
the NBLAST program (designated "blasta" at the NCBI web site), using the foUowing 
parameters: gap penalty = 5; gap extension penalty = 2; mismatch penalty = 3; match reward 
= 1; expectation value 10.0; and word size = 11 to obtain nucleotide sequences homologous 
to a nucleic add described herein. BLAST protein searches can be performed with the 
XBLAST program (designated "blastn" at the NCBI web site) or the NCBI "blasip" program, 
usmg the following parameters: expectation value 10.0, BLOSUM62 scoring matrix to 
obtain amino acid sequences homologous to a protem molecule described herdn. To obtain 
gapped aligmnents for comparison purposes. Gapped BLAST can be utilized as described in 
Altschul et al. (1997, Nucleic Acids Res. 25 :3389-3402). Alternatively, PSI-Blast or PHI- 
Blast can be used to perform an iterated search which detects distant relationships between 
molecules (Id.) and relationships between molecules which share a conmion pattern. When 
utiHzing BLAST, Gapped BLAST, PSI-Blast, and PHI-Blast programs, tiie default 
parameters of title respective programs (e.g., XBLAST and NBLAST) can be used. See 
http://www.ncbi.nlm.nih.gov. 

The percent identity between two sequences can be detennined using techniques 
similar to those described above, with or without allowing g^s. In calculating percent 
identity, typically exact matches are counted. 

A ^lieterologous nucldc add expression unit" eacoding a peptide is defined as a 
nucleic acid having a coding sequence for a peptide of interest operably linked to one or 
more raq)ression control sequences such as promoters and/or repressor sequences wherein at 
least one of the sequences is heterologous, i. e., not normally found in the host cell. 

By describing two polynucleotides as "operably linked" is meant that a single- 
stranded or double-stranded nucleic acid moiety comprises the two polynucleotides arranged 
within the nucldc acid moiety m such a manner tiiat at least one of the two polynucleotides is 
able to exert a physiological effect by which it is characterized upon the other. By way of 
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example, a promoter operably linked to the coding region of a nucleic acid is able to promote 
transcription of the coding region. 

As used herein, the tenn "promoter/regulatory sequence" meaas a nucleic acid 
sequence whidi is required for expression of a gene product operably linked to the 
5 promoter/regulator sequence. In some instances, this sequence may be the core promoter 
sequence and in other instances, this sequence may also include an enhancer sequence and 
other regulatory elements which are requured for expression of the gene product. The 
promoter/regulatory sequence may, for example, be one which expresses the gene product in 
a tissue specific manner. 
10 A "constitutive promoter is a promoter which drives expression of a gene to which it 

is operably linked, in a constant manner in a cell. By way of example, promoters which drive 
expression of cellular housekeeping genes are considered to be constitutive promoters. 

An "inducible" promoter is a nucleotide sequence which, when operably linked with a 
polynucleotide which encodes or specifies a gene product, causes Ihe gene product to be 
1 5 produced in a living cell substantially only when an inducer which corresponds to the 
promoter is present in the cell. 

A "tissue-specific" promoter is a nucleotide sequence which, when operably linked 
with a polynucleotide which encodes or specifies a gene product, causes the gene product to 
be produced in a living cell substantially only if the cell is a ceU of the tissue type 
20 corresponding to Ihe promoter. 

A "vector" is a composition of matter which comprises an isolated nucleic acid and 
which can be used to deliver the isolated nucleic acid to the interior of a cell. Numerous 
vectors are known in the art mcluding, but not hmited to, linear polynucleotides, 
polynucleotides associated with ionic or amphiphilic compounds, plasmids, and viruses. 
25 Thus, the term "vector" includes an autonomously replicating plasmid or a virus. The term 
should also be construed to include non-plasmid and non-vural compounds which facilitate 
transfer of nucleic add into cells, such as, for example, polylysine compounds, liposomes, 
and the like. Examples of viral vectors include, but are not limited to, adenoviral vectors, 
adeno-associated virus vectors, retroviral vectors, and the like. 
30 •'Expression vectof refers to a vector comprising a recombinant polynucleotide 

comprising expression control sequences operatively linked to a nucleotide sequence to be 



-107- 



wo 03/031464 



PCT/US02/32263 



expressed. An expression vector comprises sufficient ds-acting elements for expression; 
other elements for expression can be supplied by the host cell or in an i» vitro expre^on 
system. Expression vectors include all those known in the art, such as cosmids, pl^mids 
(e.g., naked or contained in liposomes) and viruses tiiat incorporate the recombinant 
polynucleotide. 

A "genetically engmeered" or •Vecombinanf ' cell is a cell having one or more 
modifications to the geuetic material of the cell. Such modifications are seen to include, but 
are not limited to, insertions of genetic material, deletions of genetic material and insertion of 
genetic material that is extrachromasomal whether such material is stably maintained or not, 

A "peptide" is an oligppeptide, polypeptide, peptide, protein or glycoprotein. The use 
of the term '"peptide" herein includes a peptide having a sugar molecule attached thereto 
when a sugar molecule is attached th^to. 

As used herein, "native form" means the form of the peptide when produced by the 
cells and/or organisms in which it is found in nature. When Ihe peptide is produced by a 
plurality of cells and/or organisms, the peptide may have a variety of native forms. 

"Peptide" refers to a polymer ia which the monomers are amino acids and are joined 
together through amide bonds, alternatively refenred to as a peptide. Additionally, unnatural 
amino adds, for example, p-alanine, phenylglydne and homoarginine are also included. 
Amino acids tihat are not nucleic add-encoded may also be used in the present invention. 
Furtheraaore, amino acids that have been modijaed to include reaxjtive groups, glycosylation 
sites, polymers, therapeutic moieties, biomolecules and the like may also be used in the 
invention. AU of the amino acids used in the present invention may be either the D - or L - 
isomer thereof. The L -isomer is generally preferred. In addition, other peptidomimetics are 
also useful in the present invention. As used herein, "peptide" refers to both glycosylated and 
unglycosylated peptides. Also included are peptides that are incon^letely glycosylated by a 
system that expresses the peptide. For a general review, see, Spatola, A. F., in Chemistry 
AND Biochemistry of Amino Acids, Peptides aisid Proteins, B. Weinstein, eds.. Marcel 
Dekker, New York, p. 267 (1983). 

The term "peptide conjugate," refers to species of the invention in which a peptide is 
conjugated with a modified sugar as set forth herein. 
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The term "ainino acid" refers to naturally occnrring and synthetic amino acids, as well 
as amino acid analogs and amino acid mimetics that function in a manner similar to the 
naturally occurring amino acids. Naturally occurring amino acids are those encoded by the 
genetic code, as well as those amino acids that are later modified, e.g., hydroxyproline, y- 
carboxyglutamate, and 0-phosphoserine. Amino acid analogs refers to compounds that have 
the same basic chemical structure as a naturally occuning amino acid, ie,, an a carbon that is 
bound to a hydrogen, a carboxyl group, an amino group, and an R group, e.g., homoserme, 
norleucine, methionine sulfoxide, methiomne methyl sulfonium. Such analogs have modified 
R groves (e.g., norleucine) or modified peptide backbones, but retain the same basic chemical 
stracture as a naturally occuning amino acid. Amino acid mimetics refers to chemical 
compounds that have a structure that is diEferent firom the general chemical structure of an 
amino acid, but that fimction in a manner similar to a naturally occurring amino add. 

As used herein, amino acids are represented by the full name tbeceof, by the three 
letter code corresponding thereto, or by the one-letter code corresponding thereto, as 

indicated in the following Table 1: 

Table 1: Am ino acids, and the three letter and o ne letter codes. 
Full Name Three-Letter Code One-Letter Code 

AspaxticAcid Asp D 

Glutamic Add Glu E 

Lysine Lys K. 

Aiginine Arg R 

Histidine His H 

Tyrosine Tyr Y 

Cysteine Cys C 

Asparagine Asn N 

Glutamine Ghi Q 

Serine Ser S 

Threonine Thr T 

Glycine Gly G 

Alanine Ala A 

Valine Val V 

Leucine Lew L 

Isoleucine He I 

Methionine Met M 

Proline Pro ^ 

Phenylalanine Phe F 

Tryptophan Trp W 
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The present invention also provides for analogs of proteins or peptides which 
comprise a protein as identified above. Analogs may differ from naturally occurring proteins 
or peptides by canservative amino acid sequence differences or by modifications which do 
not affect sequence, or by bofli. For example, conservative amino acid changes may be 
5 made, wBch although they alter the primary sequence of the protem or peptide, do not 
normally alter its function. Conservative amino acid substitutions typically include 
substitutions within the following groups: 

glycine, alanine; 
vaUne, isoleucine, leucine; 
10 aspartic acid, glutamic acid; 

asparagjne, glutamine; 
serine, threonine; 
lysine, arginine; 
phenylalanine, tyrosine. 

15 

Modifications (which do not normally alter primary sequence) mclude in vivo, or in 
vitro, chemical derivatization of peptides, e.g., acetylation, or carboxylation. Also included 
are modifications of glycosylation, e.g., those made by modifying the glycosylation patterns 
of a peptide during its synthesis and processing or in fiirther processing steps; e.g., by 
20 exposing the peptide to enzymes which affect glycosylation, e.g., mammalian glycosylating 
or deglycosylating enzymes. Also embraced are sequences which have phosphorylated 
amino acid residues, e.g., phosphotyrosine, phosphoserine, or phosphotbreonine. 

It will be appreciated, of course, that the peptides may incorporate amino acid 
residues which are modified without affecting activity. For example, the termmi may be 
25 derivatized to include blocking groups, i.e. chemical substitueots suitable to protect and/or 
stabilize the N- and C-termini fiom "undesirable degradation", a term meant to encon^ass 
any type of enzymatic, chemical or biochemical breakdown of the compound at its temiini 
which is likely to affect the function of the compound, i.e. sequential degradation of the 
compound at a terminal end thereof. 
30 Blocking groups include protecting groups conventionally used in the art of peptide 

chemistiy which wiU not adversely affect flie in vivo activities of tiie peptide. For example, 
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suitable N-temunal blocking groups can be introduced by alkylation or acylation of the N- 
terminus. Examples of suitable N-terminal blocking groups include Ci-Cs branched or 
unbranched alkyl groups, acyl groups such as fonnyl and acetyl groups, as well as substituted 
forms thereof, such as the acetamidomethyl (Acm), Fmoc or Boo groups. Desamino analogs 
5 of amino adds are also useful N-terminal blocking groups, and can eifiber be coupled to the 
N-teiminus of the peptide or used in place of the N-terminal reside. Suitable C-tenninal 
blockitig groups, in which the caiboxyl group of the C-terminus is either incorporated or not, 
include esters, ketones or amides. Ester or ketone-forming alkyl groups, particularly lower 
alkyl groups such as methyl, ethyl and propyl, and amide-forming amino groups such as 
10 primary amines (-NH2), and mono- and di-alkylamiao groups such as methylamino, 

ethylammo, dimefhylamdbao, diethylamino, methylethylamino and the hke are examples of C- 
terminal blocking groups. Descarboxylated amino add analogues such as agmatine are also 
useful C-terminal blocking groups and can be dther coupled to the peptide's C-terminal 
residue or used in place of it. Further, it will be appreciated that the free amino and carboxyl 
1 5 groups at the temiini can be removed altogether iiom the peptide to yield desamino and 
descarboxylated forms thereof without affect on peptide activity. 

Other modifications can also be incorporated without adversely affecting the activity 
and these include, but are not limited to, substitution of one or more of the amino acids in the 
natural L-isomeric form with amino adds m the D-isomeric form. Thus, the peptide may 
20 mclude one or more D-ammo acid resides, or may comprise amino adds which are all in the 
D-form. Retro-inverso forms of peptides in accordance with the present invention are also 
contemplated, for example, inverted peptides in which all amino adds are substituted with D- 
amino acid forms. 

Acid addition salts of the present invention are also contemplated as functional 
25 equivalents. Thus, a peptide in accordance with the present mvention treated with an 

morganic acid such as hydrochloric, hydrobromic, sulfuric, nitric, phosphoric, and the like, or 
an organic add such as an acetic, propionic, glycohc, pyruvic, oxaHc, malic, malonic, 
succinic, maleic, fimiaric, tataric, citric, benzoic, cinnamic, mandeHc, methanesulfonic, 
ethanesulfonic, p-toluenesulfonic, sahcychc and the like, to provide a water soluble salt of the 
30 peptide is suitable for use in the invention. 
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Also included are pqptides which have been modified using ordinaiy molecular 
biological techniques so as to improve their resistance to proteolytic degradation or to 
optimize solubility properties or to render them more suitable as a therapeutic agent. Analogs 
of such peptides include those containing residues other than naturally occurring L-amino 
acids, e.g., D-amino acids or non-naturally occurring synthetic amino acids. The peptides of 
the invention are not limited to products of any of the specific exemplary processes listed 
herein. 

As used herein, the term "MALDl" is an abbreviation for Matrix Assisted Laser 
Desorption Ionization. During ionization, SA-PEG (sialic acid-poly(ettiylene glycol)) can be 
partially eiiminated fi-om the N-glycan structure of the glycoprotein. 

As used herein, the term "glycosyltransferase," refers to any enzyraa'protein tlmt has 
the ability to transfer a donor sugar to an acceptor moiety. 

As used herem, the term "modified sugar," refers to a naturally- or non-naturally- 
occurring carbohydrate that is enzymatically added onto an amino acid or a glycosyl residue 
of a pq)tide ui a process of the iavoition. The modified sugar is selected from a number of 
enzyme substrates including, but not limited to sugar nucleotides (mono-, di-, and tri- 
phosphates), activated sugars (e.g., glyceryl halides, glycosyl mesylates) and sugars that are 
neither activated nor nucleotides. 

The '"modified sugar" is covalentiy fimctionalized with a ''modifying group." Useful 
modi^g groups include, but are not lianited to, water-soluble polymers, therapeutic 
moieties, diagnostic moieties, biomolecules and the like. The locus of functionalization witii 
the modifying group is selected such that it does not prevent the "modified sugar" firom being 
added enzymatically to a peptide. 

The term "water-soluble" refers to moieties that have some detectable degree of 
soiubUity in water. Methods to detect and/or quantify water solubilify are well known in the 
art Exemplary water-soluble polymers include peptides, saccharides, poly(ethers), 
poly(amines), poly(carboxylic acids) and the Mke. Peptides can have mixed sequences or be 
composed of a single amino acid, e.g. polyOiysiae). Similarly, saccharides can be of mixed 
sequence or composed of a single saccharide subunit, e.g., dextran, amylose, chitosan, and 
poly(sialic acid). An exemplary poly(etiier) is poly(ethylene glycol). Poly(ethylene mune) is 
an exemplary polyamine, and poly(aspartic) add is a representative poly(carboxylic acid) 
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The term, "glycosyl linking group," as used herein refers to a glycosyl residue to 
wHch an agent (e.g., water-soluble polymer, therapeutic moiety, biomolecole) is covalenfly 
attached. In the methods of the invention, the "glycosyl linking group" becomes covalently 
attached to a glycosylated or unglycosylated peptide, thereby linking the agent to an amino 

5 acid and/or glycosyl residue on the peptide. A "glycosyl linking group" is generaUy derived 
from a ' Wdified sugar" by the enzymatic attachment of the "modified sugar" to an amino 
acid and/or glycosyl residue of the peptide. An "intact glycosyl linking group" refers to a 
linking group that is derived from a glycosyl moiety m which the individual saccharide 
monomer that links the conjugate is not degraded, e.g., oxidized, e.g., by sodium 

10 metaperiodate. "Intact glycosyl linking groups" of the invention may be derived from a 

naturally occurring oUgosaccharideby addition of glycosyl unit(s) or removal of one or more 
glycosyl unit from a parent saccharide structure. 

The terms "targeting moiety" and "targeting agenf as used herein, refer to species 
that will selectively localize in a particular tissue or region of the body. The locaHzation is 

15 mediated by specific recognition of molecular determinants, molecular size of the targeting 
agent or conjugate, ionic interactions, hydrophobic interactions and the like. Other 
mechanisms of targeting an agent to a particular tissue or region are known to those of skill in 
the art 

As used herein, "fher^utic moiety" means any agent usejad for therapy including, 
20 but not limited to, antibiotics, anti-inflammatory agents, anti-tijmor drugs, cytotoxins, and 
radioactive agents. 'Therapeutic moiety" includes prodrugs of bioactive agents, constructs in 
which more tiian one therapeutic moiety is bound to a carrier, e.g., multivalent agents. 
Therapeutic moiety also includes peptides, and constructs tiiat include peptides. Exemplary 
peptides include those disclosed in Figure 1 and Tables 5 and 6, herein. 
25 As used herein, "anti-timior drug" means any agent usefiil to combat cancer including, 

but not limited to, cytotoxins and agents such as antimetabolites, alkylating agents, 
anthracyclines, antibiotics, antimitotic agents, procarbazine, hydroxyurea, asparaginase, 
corticosteroids, interferons and radioactive agents. Also encompassed witiiin the scope of the 
term "anti-tumor drug," are conjugates of peptides with anti-tumor activity, e.g. TNF-a. 
30 Conjugates include, but are not limited to tiiose formed between a tiierapeutic protein and a 



413- 



wo 03/031464 



PCT/0SO2/32263 



glycoprotein of the invention. A representative conjugate is that fonned between PSGL-1 
and XNF-a. 

As used herein, "a cytotoxin or cytotoxic agent" means any agent that is detrimental to 
cells. Examples include taxol, cytochalasin B, gramicidin D, ethidiran bromide, emetine, 

5 mitomycin, etoposide, tenoposide, vincristine, vinblastine, colchidn, doxorubicin, 

daunorabicin, dihydroxy anthracinedione, nritoxantrone, mithramycin, actinomycin D, 1- 
dehydrotestosterone, glucocorticoids, procaine, tetracaine, lidocaine, propranolol, and 
puromycin and analogs or homologs thereof. Other toxins include, for example, ricin, CC- 
1065 and analogaes, Uie duocaimycins. Still other toxins include diphtheria toxin, and snake 

10 venom (e.g., cobra venom). 

As used herein, "a radioactive agent" includes any radioisotope that is efiective in 
diagnosing or destroying a tumor. Exiles include, but are not limited to, indium-1 1 1, 
cobalt-60 and technetium. Additionally, naturally occurring radioactive elements such as 
uranium, radium, and thorium, which typically represent mixtures of radioisotopes, are 

15 suitable examples of a radioactive agent. The metal ions axe typically chelated with an 

organic chelating moiety. 

Many useM chelating groiq)S, crown ethers, cryptands and the like are known in the 
art and can be incoii)orated into the compounds of the invention (e.g. EDTA, DTPA, DOTA, 
NTA, HDTA, etc. and their phosphonate analogs such as DTPP, BDTP, HDXP, NTP, etc). 

20 See, for example, Pitt et al. "The Design of Chelatiag Agents for the Treatment of Iron 
Overload," hi, INORGANIC Chemistry in Biology and Medicine; Martell, Ed.; American 
Chemical Society, Washington, D.C., 1980, pp. 279-312; Lindoy, The Chemistry of 
MACROCYCUC LIGAND COMPLEXES; Cambridge University Press, Cambridge, 1989; Dugas, 
BiooRGANic Chemistry; Springer-Verlag, New York, 1 989, and references contained 

25 therein. 

Additionally, a manifold of routes allowing the attachment of chelating agents, crown 
ethers and cyclodextrins to other molecules is available to those of skill in the art See, for 
example, Meaces et al , 'Troperties of In Vivo Chelate-Tagged Proteins and Polypeptides." 
]h, MODMCATION OF PROTEINS: FOOD, NUTRmONAL, AND PHARMACOLOGICAL ASPECTS;" 

30 Peeney, et al. , Eds., American Chemical Society, Washington, D.C., 1982, pp. 370-387; 
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Kasma et al, Bioconjugate Chem., 9: 108-1 17 (1998); Song et al., Bioeonjugate Chem., 8: 
249-255 (1997). 

As used herein, "pharmaceuticaUy acceptable carrier" includes any material, which 
when combined with the conjugate retains the activity of the conjugate activity and is non- 

5 reactive with the subject's immune system. Examples include, but are not limited to, any of 
the standard phannaceutical carriers such as a phosphate buffered saline solution, water, 
emulsions such as oil/water emulsion, and various types of wetting agents. Other carriers 
may also include sterile solutions, tablets including coated tablets and capsules. Typically 
such carriers contain excipients such as starch, milk, sugar, certain types of clay, gelatin, 

10 stearic acid or salts thereof, magnesium or calcium stearate, talc, vegetable Ms or oils, gmns, 
glycols, or other known excipients. Such carriers may also include flavor and color additives 
or other ingredients. Compositions comprising such carriers are formulated by well known 

conventional methods. 

As used herein, "administering" means oral administration, administration as a 
15 suppository, topical contact, intravenous, intraperitoneal, intramuscular, intralesional, 

intranasal or subcutaneous administration, intrathecal administration, or the implantation of a 

slow-release device e.g.t a mini-osmotic pump, to the subject. 

The tenn "isolated" refers to a material that is substantially or essentially free from 

components, which are used to produce the material. For peptide conjugates of the invention, 
20 the term 'Hsolated" refers to material that is substantially or essentiaUy free from components, 

which normaUy accompany the material in the mixture used to piepare tiie peptide conjugate. 

"Isolated" and "pure" are used interchangeably. Typically, isolated peptide conjugates of the 

invention have a level of purity preferably expressed as a range. The lower end of the range 

of purity for flie peptide conjugates is about 60%, about 70% or about 80% and the upper end 
25 of the range of purity is about 70%, about 80%, about 90% or more than about 90%. 

When the peptide conjugates are more than about 90% pure, their purities are also 

preferably expressed as a range. The lower end of the range of purity is about 90%, about 

92%, about 94%, atout 96% or about 98%. The upper end of the range of purity is about 

92%, about 94%, about 96%, about 98% or about 100% purity. 
30 Purity is determined by any art-recognized melhod of analysis (e.g., band intensity on 

a silver stained gel, polyacryiamide gel electrophoresis, HPLC, or a similar means). 
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•*Essentially each member of fihe population," as used herein, describes a 
characteristic of a population of peptide conjugates of the invention in which a selected 
percentage of the modified sugars added to a peptide are added to multiple, identical acceptor 
sites on the peptide. "Essentially each member of the population" speaks to the 
5 "homogeneity" of the sites on the peptide conjugated to a modified sugar and refers to 

conjugates of the invention, which are at least about 80%, preferably at least about 90% and 
more preferably at least about 95% homogenous. 

"Homogeneity " refers to the structural consistency across a population of acceptor 
moieties to which the modified" sugars are conjugated. Thus, in apeptide conjugate of the 
10 invention in which each modified sugar moiety is conjugated to an acceptor site having the 
same structure as the acceptor site to which every other modified sugar is conjugated, the 
peptide conjugate is said to be about 100% homogeneous. Homogeneity is typically 
expressed as a range. The lower end oftiie range ofhomogendty for the peptide conjugates 
is about 60%, about 70% or about 80% and the upper end of the range of purily is about 70%, 
1 5 about 80%, about 90% or more than about 90%. 

When the peptide conjugates are more than or equal to about 90% homogeneous, their 
homogeneity is also preferably e3q)ressed as a range. The lower end of the range of 
homogeneity is about 90%, about 92%, about 94%, about 96% or about 98%. The upper end 
of the range of purity is about 92%, about 94%, about 96%, about 98% or about 100% 
20 homogeneity. The purity of the peptide conjugates is typically determined by one or more 
methods known to tiiose of skiU in the art, e.g., Uquid chromatography-mass spectrometry 
(LC-MS), matrix assisted laser desorptionmass time of fli^t spectrometry (MALDI-TOF), 
capillary electrophoresis, and the like. 

"Substantially unifbrm glycoform" or a "substantially unifonn glycosylation pattern," 
25 when referring to a glycopeptide species, refers to the percentage of acceptor moieties tiiat 
are glycosylated by the glycosyltransferase of interest (e.g., fucosyltransferase). For 
example, in the case of a al,2 fucosyltransferase, a substantially uniform fiicosylation pattern 
exists if substantially all (as defined below) of flie Gaipi,4-GlcNAc-R and sialylated 
analogues thereof are fiicosylated in a peptide conjugate of tiie invention. It wiU be 
30 understood by one of skillintiie art, Ihattiie starting material may contain glycosylated 
acceptor moieties (e.^., fixcosylated Gaipi,4-CacNAc-R moieties). Thus, the calculated 
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percent glycosylation will include acceptor moieties that are glycosylated by the methods of 
the invention, as well as those acceptor moieties already glycosylated in the starting material. 

The term "substantially" in the above definitions of "substantially unifomi" generaUy 
means at least about 40%, at least about 70%, at least about 80%, or more preferably at least 
about 90%, and still more preferably at least about 95% of the acceptor moieties for a 
particular gjycosyltransferase are glycosylated. 

D escrintion of the Invention 

I. Method to Remodel Glvcan Chains 

The present invention includes methods and compositions for the in vitro addition 
and/or deletion of sugars to or J&om a glycopeptide molecule in such a manner as to provide a 
peptide molecule having a specific customized or desired glycosylation pattern, preferably 
including the addition of a modifi.ed sugar tberelo. A key feature of the invention therefore is 
to take a peptide produced by any cell type and generate a core glycan structure on the 
peptide, following which the glycan structure is then remodeled in vitro to generate a peptide 
having a glycosylation pattern suitable for therapeutic use in a mammal. 

The importance of the glycosylation pattern of a peptide is well known in the art as 
are the limitations of present in vivo methods for the production of properly glycosylated 
peptides, particularly when tiiese peptides are produced using recombinant DNA 
raefliodology. Moreover, until the present invention, it has not been possible to generate 
glycopeptides having a desired glycan structure thereon, wherein the peptide can be produced 
at industrial scale. 

In the present invention, a peptide produced by a cell is enzymatically treated in vitro 
by the systematic addition of the appropriate enzymes and substrates therefor, such that sugar 
moieties that should not be present on the peptide are removed, and sugar moieties, optionaUy 
including modified sugars, that should be added to the peptide are added in amaoner to 
provide a glycopeptide having "desired glycosjdation", as defined elsewhere herein. 
A. Method to remodel N-linked glvcans 

In one aspect, the present invention takes advantage of the fact that most peptides of 
commercial or phannaceutical mterest comprise a common five sugar structure referred to 
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herein as the trimarmosyl core, which is N-linked to asparagine at the sequence Asn-X- 
Sa/Thr on a peptide chain. The elemental trimannosyl core consists essentially of two N- 
acetylglucosamine (GlcNAc) residues and three mannose (Man) residues attached to a 
peptide, i.e., it comprises these five sugar residues and no additional sugars, esxcept that it 
may optionaUy include a fiicose residue. The first GlcNAc is attached to the amide group of 
the asparagine and the second GlcNAc is attached to the first via a pi,4 linkage. A mannose 
residue is attached to the second GlcNAc via a pl,4 linkage and two mannose residues are 
attached to this mannose via an al,3 and an al,6 linkage respectively. A schematic depiction 
of a trimannosyl core structure is shown in Figure 2, left side. While it is the case that glycan 
structures on most peptides comprise other sugars in addition to the trimannosyl core, the 
trimannosyl core st^cture represents an essratial feature of N-linked glycans on mammalian 
peptides. 

The present invention includes the generation of a peptide having a trimannosyl core 
structure as a fundamental element of the stractore of the glycan molecules contained 
thereon. Given the variety of cellular systems used to produce peptides, whether the systems 
are themselves naturally occurring or whether they involve recombinant DNA methodology, 
the present invention provides methods whereby a glycan molecule on a peptide produced in 
any cell type can be reduced to an elemental trimannosyl core structure. Once the elemental 
trimannosyl core structure has been generated then it is possible using flie methods described 
herein, to generate in vitro, a desked glycan structure on the peptide which confers on the 
peptide one or more properties that enhances the therapeutic effectiveness of tiie peptide. 

It should be clear from the discussion herein that the term "trimannosyl core" is used 
to d^cribe the glycan structure shown in Figure 2, left side. Glycopeptides having a 
trimannosyl core structiire may also have additional sugars added thereto, and for the most 
part, do have additional structures added thereto irrespective of whether the sugars give rise 
to a peptide having a desired glycan structure. The tenn "elemental trimannosyl core ^ 
structure" is defined elsewhere herein. When the temi "elemental" is not included in the 
description of tiie "trimannosyl core structure," then the glycan comprises the trimannosyl 
core structure with additional sugars attached thereto. 

The term "elemental trimannosyl core glycopeptide" is used herein to refer to a 
glycopeptide having glycan structures comprised primarily of an elemental trimannosyl core 
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Structure. However, it may also optionally contain a fiicose residue attached thereto. As 
discussed herein, elemental trimannosyl core glycopeptides are one optimal, and therefore 
preferred, starting material for the glycan remodehng processes of the invention. 

Another optimal starting material for the glycan remodehng process of the mvention 
is a glycan structure having a trimannosyl core wherem one or two additional GloNAc 
residues are added to each of the al,3 and the al,6 mannose residues (see for example, the 
structure on the second Ime of Figure 3, second structure m from the left of the figure). This 
structure is referred to herem as «Man3GlcNAc4." Optionally, this structure may also 
contain a core fiicose molecule. Once the Man3GlcNAc4 structure has been generated then it 
is possible usmg the methods described herein, to generate in vitro, a desired glycan structure 
on the glycopeptide which confers on the glycopeptide one or more properties that enhances 
flie therapeutic effectiveness of the peptide. 

In their native form, the N-linked glycopeptides of the invention, and particularly the 
mammalian and human glycopeptides useful in the present mvention, are N-linked 
glycosylated with a trimannosyl core structure and one or more sugars attached thereto. 

The terms "glycopeptide" and "glycopolypeptide" are used synonymously herein to 
refer to peptide chams having sugar moieties attached thereto. No distinction is made herein 
to differentiate small glycopolypeptides or glycopeptides from large glycopolypeptides or 
glycopeptides. Thus, hormone molecules havmg very few amino acids in their peptide chain 
(e.g., often as few as three ammo acids) and other much largo: peptides are included m the 
general terms "glycopolypeptide" and "glycopeptide," provided they have sugar moieties 
attached thereto. However, the use of the term '^peptide" does not prechide that peptide from 

being a glycopeptide. 

An example of anN-hnked glycopeptide havmg desired glycosylation is a peptide 
havmg an N-linked glycan havmg a trunannosyl core with at least one GlcNAc residue 
attached thereto. This residue is added to the trimannosyl core usmg N-acetyl 
glucosammyltransferase I (GnT-I). If a second GlcNAc residue is added, N-acetyl 
glucosammyltransferase H (GnT-H) is used. Optionally, additional GlcNAc residues maybe 
added with GnT-IV and/or GnT-V, and a third bisecting GlcNAc residue may be attached to 
the pl,4 mannose of the trunannosyl core using N-acetyl glucosaminyltransferase HI (GnT- 
m). Optionally, this structure may be extended by treatment with pi,4 galactosyltransferase 
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to add a galactose residue to each non-bisecting GlcNAc, and even further opticaiaUy, using 
a2,3 or a2,6-sialyltransferase enzymes, sialic acid residues may be added to each galactose 
residue. The addition of abisecting GlcNAc to the glycan is not required for the subsequent 
addition of galactose and sialic acid residues; however, with respect to the substrate affinity 
of the lat and human CjnT-ffl enzymes, the presence of one or more of the galactose residues 
on the glycan precludes the addition of the bisecting GlcNAc in that the galactose-contgining 
glycan is not a substrate for these forms of GnT-HI. Hus, in instances where the presence of 
the bisecting GlcNAc is desired and these forms of GnT-m are used, it is important should 
the glycan contain added galactose and/or siaHc residues, that they are removed prior to the 
addition of the bisecting GlcNAc. Other forms of GnT-HI may not require this specific order 

of substrates for their activity. 

Examples of glycan structures which represent Ihe various aspects of peptides having 
"desired glycosylation" are shown in the drawings provided herem. Tlie precise procedures 
for the in vitro generation of a peptide having "desired glycosylation" axe described 
elsewhere herein. However, the invention should in no way be construed to be limited solely 
to any one glycan structure disclosed herein. Rather, the invention should be construed to 
include any and all glycan structures which can be made using the methodology provided 
herein. 

In some cases, an elemental trimannosyl core alone may constitute the desired 
glycosylation of a peptide. Forei^ple, a p^tide having only a trimannosyi core has been 
shown to be involved in Gaucher's disease (Mistry et al., 1966, Lancet 348: 1555-1559; 
Bijsterbosch et al.. 1996, Eur. J. Biochem. 237:344-349) . 

According to the present invention, the following procedures for tiie generation of 
peptides having desired glycosylation became apparent 

a) Beginning with a glycopeptide having one or more glycan molecules which have 
as a common feature a trimannosyl core structure and at least one or more of a heterogeneous 
or homogeneous mixture of one or more sugars added thereto, it is possible to increase the 
proportion of glycopeptides having an elemental trimannosyl core structure as the sole glycan 
structure or wHch have Man3GlcNAc4 as the sole glycan structure. This is accomphshed in 
vitro by the systematic addition to the glycopeptide of an appropriate number of enzymes in 
an appropriate sequence which cleave the heterogeneous or homogeneous mixture of sugars 
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on the glycan structure until it is reduced to aa elemental trimannosyl core or Man3GlcNAc4 
structure. Specific examples of how this is accomplished will depend on a variety of fectors 
including in large part the type of cell in which the peptide is produced and therefore the 
degree of complexity of the glycan structure(s) present on the peptide initially produced by 
the cell. Examples of how a complex glycan structure can be reduced to an elemental 
trimamiosyl core or a Man3GlcNAc4 structure are presented in Figure 3, described in detail 
elsewhere herein. 

b) It is possible to generate a peptide havmg an elemental trimannosyl core structure 
as the sole glycan structure on the peptide by isolating a naturally occurring cell whose 
glycosylation machinery produces such a peptide. DNA encoding a peptide of choice is then 
transfected into the cell wherein the DNA is transcribed, translated and glycosylated such that 
the peptide of choice has an elemental trimamiDsyl core structure as the sole glycan stmcture 
thereon. For example, a cell lacking a functional GnT-I enzyme will produce several types of 
glycopeptides. In some mstances, these will be glycopeptides having no additional sugars 
attached to the trimannosyl core. However, in other instances, the peptides produced may 
have two additional mannose residues attached to the trimannosyl core, resulting in a Man5 
glycan. This is also a desired startmg material for the remodehng process of the present 
invention. Specific examples of the generation of such glycan structures ate described 
herein. 

c) Alternatively, it is possible to genetically engineer a cell to confer upon it a 
specific glycosylation machinery such that a peptide having an elemental ttimaimosyl core or 
Man3GlcNAc4 structure as the sole glycan structure on the peptide is produced. DNA 
encoding a peptide of choice is then transfected into tiie cell wherein the DNA is transcribed, 
translated and glycosylated such that the peptide of choice has an increased number of 
glycans comprising solely an elemental trimannosyl core structure. For example^ certain 
types of cells that are genetically enguieered to lack GnT-I, may produce a glycan having an 
elemental trimannosyl core structure, or, depending on the cell, may produce a glycan having 
a trimannosyl core plus two additional mannose residues attached thereto (Man5). When the 
cell produces a Man5 glycan structure, the cell may be further genetically engineered to 
express mannosidase 3 which cleaves off the two additional mannose residues to generate the 
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trimaimosyl core. Alternatively, the Man5 glycan may be incubated in vitro with 
maimosidase 3 to have the same effect. ^ 

d) It is readily apparent from the discussion in b) and c) that it is not necessary that 
the cells produce only peptides having elemental trimannosyl core or Maii3GlcNAc4 
5 structures attached thereto. Rathear, unless the ceUs described in b) and c) produce peptides 
having 100% elemental trimannosyl core structures (i.e., having no additional sugars attached 
thereto) or 100% of Man3GlcNAc4 structures, the cells in fact produce a heterogaieous 
mixture of peptides having, in combination, elemental trimannosyl core structures, or 
Man3GlcNAc4 structures, as the sole glycaa structure in addition to these structures having 
10 additional sugars attached tiiereto. The proportion of peptides having a trimannosyl core or 
Man3GlcNAc4 structure having additional sugars attached thereto, as opposed to those 
having one structure, will vary depending on the cell which produces them. The complexity 
of the glycans (i.e. which and how many sugars are attached to the trhnannosyl core) will also 
vary depending on the cell which produces them, 
15 e) Once a glycopeptide having an elemental trimannosyl core or a trimannosyl core 

with one or two GlcNAc residues attached thereto is produced by following a), b) or c) 
above, according to the present invention, additional sugar molecules are added in vitro to the 
trimannosyl core structtjre to generate a peptide havmg desired glycosylation (i.e., a peptide 
having an in vitro customized glycan structure). 
20 f) However, when it is the case that a peptide having an elemental Irimamjosjd core 

or Man3GlcNAc4 structure with some but not aU of the desired sugars attached thereto is 
produced, then it is only necessary to add any remaining deshed sugars without reducing the 
glycan structure to the elemental trimannosyl core or Man3GlcNAc4 structure. Therefore, in 
some cases, a peptide havmg a glycan structure having a trimannosyl core structure wilh 
25 additional sugars attached thereto, will be a suitable substrate for remodeling. 

Tsnktionof an elemental t rimannosvl core ^Ivcopentide 
The elemental trimannosyl core or Man3GlcNAc4 glycopeptides of the inveaition may 
be isolated and purified, if necessary, using techniques well Imown in the art of peptide 
purification. Suitable techniques include chromatographic techniques, isoelectric focusing 
30 techniques, ultrafiltration techniques and the like. Usmg any such techniques, a composition 
of tiie invention can be prepared in which the glycopeptides of the invention are isolated fiom 
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otiber peptides and ftom other components normally found witldn cell culture media. The 
degree of purification caa be, for example, 90% with respect to other peptides or 95%, or 
evenhighex, e.g., 98%. See, e.g., Deutscher et al. (ed., 1990, Giiide to Peptide Purification, 
Harcourt Brace Jovanovich, San Diego). 
5 The heterogeneity of N-linked glycatis present in the glycopeptides produced by the 

prior art methodology generally only permits the isolation of a small portion of the target 
glycopeptides which can be modified to produce desired glycopeptides. In the present 
methods, large quantities of elemental trimannosyl core glycopeptides and other desired 
glycopeptides, including Man3GlcNAc4 glycans, can be produced which can then be furlher 
10 modified to generate large quantities ofpeptides having desired glycosylation. 

Specific enrichment of any particular type of glycan bound to a peptide may be 
accompHshed using lectins which have an afilmty for the desired glycan. Such techniques 
are well known in the art of glycobiology. 

A key feature of the invention wMch is described in more detail below, is that once a 
15 core glycan structure is generated on any peptide, the glycan structure is then remodeled m 
vitro to generate a peptide having desired glycosylation that has improved therapeutic use in a 
mammal. The mammal may be any type of suitable mammal, and is preferably a human. 

The various scenarios and the precise methods and compositions for generating 
peptides with desired glycosylation wiU become evident &om the disctosure which follows. 
20 The ultimate objective of the prt>duction of peptides for therapeutic use in mammals is 

that the peptides should comprise glycan structures that facilitate rather than negate the 
therapeutic benefit of the peptide. As disclosed throughout the present specification, peptides 
produced in ceUs may be treated in vitro with a variety of enzymes which catalyze the 
cleavage of sugars that should not be present on the glycan and the addition of sugars which 
25 should be present on the glycan such that a peptide havmg desired glycosylation and thus 
suitable for therapeutic use in mammals is generated. The generation of different glycoforms 
of peptides in cells is described above. A variety of mechanisms for the generation of 
peptides having desked glycosylation is now described, where the starting material i.e., the 
peptide produced by a ceU may differ firom one cell type to another. As will become apparent 
30 firom the present disclosure, it is not necessary that the startmg material be uniform with 
respect to its glycan composition. However, it is preferable that the starting material be 
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enriched for certain glycofonns in order that large quantities of end product, i.e., correctly 
glycosylated peptides are produced. 

M a preferred einbodiment according to the present invention, the degradation and 
synthesis events that result in a peptide having desired giycosylation involve at some point, 
5 the generation of an elemental trimannosyl core slructiire or a Man3GlcNAc4 structure on the 
peptide. 

The present invention also provides means of adding one or more selected glycosyl 
residues to a peptide, after which a modified sugar is conjugated to at least one of the selected 
glycosyl residues of the peptide. The present embodiment is useful, for example, when it is 

10 desired to conjugate the modified sugar to a selected glycosyl residue that is either not 

present on a peptide or is not present in a desired amount. Thus, prior to coupling a modified 
sugar to a peptide, the selected glycosyl residue is conjugated to the peptide by enzymatic or 
chemical coupling. In another embodiment, the giycosylation pattern of a peptide is altered 
prior to the conjugation of the modified sugar by the removal of a carbohydrate residue fix>m 

15 the peptide. See for example WO 98/31826. 

Addition or removal of any carbohydrate moieties present on the peptide is 
accompUshed either chemically or enzymatically. Chemical deglycosylation is preferably 
brought about by exposure of the peptide variant to the compomid trifluoromethanesulfonic 
add, or an equivalent compound. This treahnent results in the cleavage of most or all sugars 

20 except the linkmg sugar (N-acetylglucosamine or N-acetylgalactosamine), while leaving the 
peptide intact. Chemical deglycosylation is described by Haikimuddin et al., 1987, Arch. 
Biochem. Biophys. 259: 52 and by Edge et al„ 1981, Anal. Biochem. 118: 131. Enzymatic 
cleavage of carbohydrate moieties on peptide variants can be achieved by the use of a variety 
of endo- and exo-glycosidases as described by Thotakura et al., 1987, Meth. Enzymol. 138: 

25 350. 

Chemical addition of glycosyl moieties is carried out by any art-recognized method. 
Enzymatic addition of sugar moieties is preferably achieved using a modification of the 
methods set forih herein, substituting native glycosyl units for the modified sugars used in the 
invention. Other methods of adding sugar moieties are disclosed in U.S. Patent No. 
30 5,876,980, 6,030,815, 5,728,554, and 5,922,577. 
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Exemplary attachment poiBts for selected glycosyl residue include, but are not limited 
to: (a) sites for N- and 0-glycosylation; (b) tenninal glycosyl moieties that are acceptors for a 
glycosyltransferase; (c) arginine, aspaiagine and histidine; (d) ftee carboxyl groups; (e) free 
sulfhydryl groups such as those of cysteine; (f) free hydroxyl groi5)S such as those of serine, 
threonine, orhydroxyproline; (g) aromatic residues such as those of phenylalanine, tyrosine, 
or tryptophan; or (h) the amide giofup of glutamine. Exemplary methods of use in the present 
invention are described in WO 87/05330 pubUshed Sep. 11, 1987, and in Aplin and Wiiston, 
CRC Crit. Rev. Biochem., pp. 259-306 (1981). 

Dealing specifically with the examples shown in several of the figures provided 
herein, a description of the sequence of in vitro enzymatic reactions for the production of 
desired glycan structures on peptides is now presented. The precise reaction conditions for 
each of the enzymatic conversions disclosed below are weU known to those skilled in the art 
of glycobiology and are therefore not repeated here. For a review of the reaction conditions 
for these types of reactions, see Sadler et al., 1982, Methods in Enzymology 83:458-514 and 
references cited therein. 

In Figure 2 there is shown the structure of an elemental trimamosyl core glycan on 
tlie left side. It is possible to convert this structure to a complete glycan structure having a 
bisecting GlcNAc by incubating the elemental trimannosyl core structure in the presence of 
GnT-I, followed by GnT-H, and further followed by GnT-UI, and a sugar donor comprising 
UDP-GlcNAc, wherein GlcNAc is sequentially added to the elemental trimannosyl core 
structure to generate a trimannosyl core having a bisecting GlcNAc. 

In Figure 4 there is shown the conversion of a bisecting GlcNAc containing 
trimannosyl core glycan to a con^lex glycan structure comprising galactose and N-acetyl 
neuraminic acid. The bisecting GlcNAc containing Irimannosyi core glycan is first incubated 
with galactosyltransferase and XJDP-Gal as a donor molecule, wherein two galactose residues 
are added to the peripheral GlcNAc residues on the molecule. The enzyme NeuAc- 
transferase is then used to add two NeuAc residues one to each of the galactose residues. 

In Figure 5 there is shown the conversion of a high mannose glycan structure to an 
elemental trimaonosyl core glycan. The high mannose glycan (Man9) is incubated 
sequentially in titie presence of the mannosidase 1 to generate a UsdS structure and then in 
the presence of mannosidase 3, wherein all but titiree mannose residues are removed from the 
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glycan. Alternatively, incubation of the Man9 structure may be trimmed back to the 
trimannosyl core structure solely by incubation in the presence of marmosidase 3 . According 
to ttie schemes presented in Figures 2 and 4 above, conversion of this elemental trimannosyl 
core glycan to a coniplex glycan mDlecule is then possible. 

In Figure 6 there is shown a typical complex N-linked glycan structure produced in 
plant cells. It is important to note that -when plant cells are deficient in GnT-I enzymatic 
activity, xylose and fUcose cannot be added to the glycan. Thus, the use of GnT-I knock-out 
cells provides a particular advantage in the present invention in that these cells produce 
peptides having an elemental trimannosyl core onto which additional sugars can be added 
without performing any "liimming back" reactions. Similarly, in instances where the 
structure produced in a plant cell may be of the Man5 variety of glycan, if GnT-I is absent in 
these cells, xylose and fiicose cannot be added to the structure. In this case, the Man5 
structure may be trimmed back to an elemental trimannosyl core (Man3) using mannosidase 
3. According to the methods provided herein, it is now possible to add desired sugar moieties 
to the trimannosyl core to generate a desired glycan structure. 

In Figure 7 there is shown a typical complex N-linked glycan structure produced in 
insect cells. As is evident, additional sugars, such as, for example, fiicose may also be 
present. Further although not shown here, insect cells may produce high mannose glycans 
having as many as nine mannose residues and may have additional sugars attached thereto. It 
is also the case in insect cells that GnT-I knock out cells prevent Uie addition of fiicose 
residues to the glycan. Thus, production of a peptide in insect cells is preferably 
accomplished in a GnT-I knock out cell. The glycan thus produced may then be trimmed 
back in vitro if necessary using any of the meihods and schemes described herein, and 
additional sugars may be added in vitro thereto also using tiie methods and schemes provided 
herein. 

In Figure 3 there is shown glycan structures in various stages of completion- 
Specifically, the in vitro enzymatic generation of an elemental trimannosyl core structure 
firom a complex carbohydrate glycan structure which does not contain a bisecting GlcNAc 
residue is shown. Also shown is the generation of a glycan structure therefirom which 
contains a bisecting GlcNAc. Several intermediate glycan structures which can be produced 
are shown. These structures can be produced by cells, or can be produced in the in vitro 
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trimming back reactions described herein. Sugar moieties may be added in vitro to the 
elemental trimannosyl core structure, or to any suitable intermediate structure in order that a 
desired glycan is produced. 

la Figure 8 there is shown a series of possible in vitro reactions which can be 
performed to trim back and add onto glycans beginmng with a high manuose stracture. For 
example, a Man9 glycan may be trimmed using mannDsidase 1 to generate a Man5 glycan, or 
it may be trimmed to a trimaimosyl core using mannosidase 3 or one or more microbial 
mamiosidases. GnT-I and or GnT-H may then be used to transfer additional GlcNAc residues 
onto the glycan. Further, there is shown the situation which would not occur when the glycan 
molecule is produced in a cell that does not have GnT-I (see shaded box). For example, 
fiicose and xylose may be added to a glycan only when GnT-I is active and fadhtates the 
transfer of a GlcNAc to the molecule. 

Figure 9 depicts well know strategies for the synthesis of biantennary, triantennary 
and even tetraantennary glycan structures beginning with the trimannosyl core structure. 
According to the methods of the invention, it is possible to synthesize each of these structures 
in vitro using the appropriate enzymes and reaction conditions well known in the art of 

glyoobiology. _ 

In Figure 10 there is shown a scheme for the synthesis of yet more complex 
carbohydrate structures begmning with a trimannosyl core structure. For example, a scheme 
for the in vitro production of Lewis x and Lewis a antigen structures, which may or may not 
be sialylated is shown. Such structures when present on a peptide may confer on the peptide 
immunological advantages for upregulating or downregulating the immune response. In 
addition, such structures are useful for targeting the peptide to specific cells, in that these 
types of stiiictures are involved in binding to ceU adhesion peptides and the like. 

Figure 11 is an exemplary scheme for preparing an array of O-linked peptides 
originating with serine or threonine. 

Figure 12 is a series of diagrams depicting the four types of Olinked glycan structure 
termed cores 1 through 4. The core structure is outhned in dotted hnes. Sugars which may 
also be included m this struchire include sialic add residues added to the galactose residues, 
and fiicose residues added to the GlcNAc residues. 



-127- 



wo 03/031464 



PCT/US02/32263 



Thus, IE preferred ranbodiments, the presonrt invention provides a method of making 
an N-linked glycosylated glycopeptide by providiog an isolated and purified glycopeptide to 
whicii is attached an elemental trimannosyl core or a Man3GlcNAc4 structure, contacting the 
glycopeptide with a glycosyltransferase enzyme and a donor molecule having a glycosyl 
moiety under conditions suitable to traosfer the glycosyl moiety to the glycopeptide. 
Customization of a trimannosyl core glycopeptide or Man3GlcNAc4 glycopeptide to produce 
a peptide having a desired glycosyMon pattern is then accomplished by the sequential 
addition of the desired sugar moieties, using techniques well knovra in the art. 
Determination of Glvcan Primary Structure 

When an N-linked glycopeptide is produced by a cell, as noted elsewhere herein, it 
may comprise a heterogeneous mixture of glycan structures which must be reduced to a 
cormnon, generally elemental trimannosyl core or Man3GlcNAc4 structure, prior to adding 
other sugar moieties thereto. In order to deteamine exactly which sugars should be removed 
&om any particular gjycan structure, it is sometimes necessary that the primary glycan 
structure be identified. Techniques for tihe detecminatian of glycan primary structure are well 
know in the art and are described in detail, for example, in Montreuil, "Structure and 
Biosynthesis of Glycopeptides" In Polysaccharides in Medicinal Apphcations, pp. 273-327, 
1996, Eds. Severian Damitriu, Marcel Deldcer, NY. It is therefore a simple matter for one 
skilled in the art of glycobiology to isolate a popuMon of peptides produced by a cell and 
determine the structure(s) of the glycans attached thereto. For example, efficient methods are 
available for (i) the splitting of glycosidic bonds eitiier by chemical cleavage such as 
hydrolj'sis, acetolysis, hydrazinolysis, or by nitrous deamination; (ii) complete methylation 
followed by hydrolysis or methanolysis and by gas-liquid chromatography and mass 
spectroscopy of the partially methylated monosaccharides; and (iii) the definition of anomeric 
linkages between monosaccharides using exoglycosidases, which also provide insight into the 
primary glycan structure by sequential degradatioiL In particular, the techniques of mass 
spectroscopy and nuclear magnetic resonance (NMR) spectrometry, especially hi^ field 
NMR have been successfully used to determine glycan primary structure. 

Kits and equipment for carbohydrate analysis are also commercially available. 
Fluorophore Assisted Carbohydrate Electrophoresis (FACE®) is available fix>m Glyko, Inc. 
(Novate, CA), In FACE analysis, glycoconjugates are released from the peptide wilh either 
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Endo H or N-glycanase (PNGase F) for N-liidfed glycans, or hydrazine for Ser/Thr Unked 
glycans. The glyoan is then labeled at the reducing end wth a fluorophore in a non-structure 
disoriminating manner. The fluorophore labeled glycans are then separated in 
polyacrylamide gels based on the chargetoass ratio of the saccharide as weU as the 
5 hydrodynamic volume. Mages are taken ofthegd under UV light and the composition of 
the glycans are determined by the migration distance as compared with the standards. 
OHgosaccharides can be sequenced in this manner by analyzing migration shifts due to the 
sequential removal of saccharides by exoglycosidase digestion. 
Rxemplarv embodiment 

10 The remodeling of N-linked glycosylation is best illustrated with reference to Formula 



1: 



Man — {X\ 



{f)6 

I — AA — GlcNAc— GlcNAc— Man — (X'^)b 

Man — (XS)c 

{X^)e 

where X^ X*, X^ X'^ and X" are (independently selected) monosaccharide or 

oligosacdharide residues; and 
15 a, b, c, d, e and X are (independently selected) 0, 1 or 2, with the proviso that at least 

one member selected firom a, b, c, d, e and x are 1 or 2. 

Formula 1 describes glycan structure comprismg the tri-mannosyl core, which is 
preferably cdvalently linked to an asparagine residue on a peptide backbone. Preferred 
20 expression systems will express and secrete exogenous peptides with N-linked glycans 

comprismg the tri-mannosyl core. Using the remodeling method of the invention, Ihe glycan 
structures on these peptides can be conveniently remodeled to any glycan structure deshed. 
Exemplary reaction conditions are found throughout the examples and in the Uterature. 



-129- 



wo 03/031464 



PCT/US02/32263 



la preferred embodiments, the glycan structures are remodeled so that the structure 
described in Formula 1 has specific determinates. The structure of the glycan can be chosen 
to enhance the biological activity of the peptide, give the peptide a new biological activity, 
remove the biobgical activity of peptide, or better approximate the glycosylation pattern of 

5 tbe native peptide, among others. 

In the first prefened embodiment, the peptide N-linbed glycans are remodeled to 
better approximate the glycosylation pattern of native human proteins. In this embodiment, 
the glycan structure described in Formula 1 is remodeled to have the foUowing moieties: 
and = [-GlcNAc-Gal-SA; 
10 aandc = l; 

d=Oorl; 
b, eandx = 0. 

This embodiment is particularly advantageous for human peptides expressed in heterologous 
cellular expression systems. By remodeling the N-linked glycan structures to this 
15 configuration, the peptide can be made less immunogenic in a human patient, and/or more 

stable, among others. 

In the second preferred embodiment, the peptide N-linked glycans are remodeled to 
have a bisecting GlcNAc residue on the tri-mamjosyl core. In this embodiment, the glycan 
structure described in Formula 1 is remodeled to have the foUowing moieties: 
20 X^andX^arel-GlcNAc-Gal-SA; 

aaadc=l; 

X'^ is GlcNAc; 

b=l; 

d'=Oorl; 
25 eandx = 0. 

This embodiment is particularly advantageous for recombinant antibody molecules expt^seA 
in heterologous ceUular systems. When the antibody molecule includes a Fc-mediated 
cellular cytotoxicity, it is know that the presence of bisected oligosaccharides linked the Fc 
domain dramatically increased antibody-dependent cellular cytotoxicity. 
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In a third preferred embodiment, the peptide N-Unked glycans are remodeled to have 
a sialylated Lewis X moiety. In this embodiment, the glycan structure described in Formula 
1 is remodeled to have the following moieties: 

Fuc 

and are ^ GlcNAc Gal— SA ' 

a, c, d =1; 

b, e and x= 0; 
X^= fiicose. 

This embodiment is particularly advantageous when the peptide which is being remodeling is 
intended to be targeted to selectin molecules and cells exhibiting the same. 

Iti a fourth preferred embodiment, the peptide N-linked glycans are remodeled to have 
a conjugated moiety The conjugated moiety may be a PEG molecule, another peptide, a 
small molecule such as a drug, among othas. In this embodiment, the glycan structure 
described in Formula 1 is remodeled to have the followmg moieties: 
X^ andX^ are |-GlcNAc-Gal-SA-R; 
a and c = 1 or 2; 
d = Oor 1; 
b, d, e and x = 0; 
where R = conjugate group. 
The conjugated moiety may be a PEG molecule, another peptide, a small molecule such as a 
drag, among others. This embodunent therefore is useful for conjugating the peptide to PEG 
molecules that will slow the clearance of the peptide from the patient's bloodstream, to 
peptides that will target both peptides to a specific tissue or cell, or to another peptide of 
complementary therapeutic use. 

It will be clear to one of skill in the art that the invention is not liijrited to the preferred 
glycan molecules described above. The preferred anbodiments are only a few of the many 
useful glycan molecules that can be made by the remodeling method of the mvention Those 
skilled in the art will know how to design other useful glycans. 

In the first exemplary embodiments, the peptide is expressed in a CHO (Chinese 
hamster ovarian cell hne) according to methods well known in the art. When apeptide with 
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N-linked glycan consensus sites is expressed and secreted from CHO cells, the N-linked 
glycans will have the structures depicted m top row of Figure 3. While all of these structures 
may be presoit, by fer the most common structures are the two at the right side. In the terms 
of Formula 1, 
5 and are l-GloNAc-Gd-(S A); 

aandc = l; 

b, d, e and x = 0. 

Therefore, in one exemplary embodiment, the N-hnked glycans of peptides expressed in 
CHO cells are remodeled to the preferred humanized glycan by contacting the peptides with a 

10 glycosyltransferase that is specific for a galactose acceptor molecule and a sialic acid donor 
molecule. This process is illustrated m Figure 3 and Example 2. In another exemplary 
embodiment, the N-linked glycans of a peptide expressed and secreted from CHO cells are 
remodeled to be the preferred PEGyiated structures. The peptide is first contacted with a 
glycosidase specific for sialic acid to remove the terminal SA moiety, and then contacted 

15 with a glycosyltransferase specific for a galactose acceptor moiety and an sialic acid acceptor 
moiety, in the presence of PEG- sialic acid-nucleotide donor molecules. Optionally, the 
peptide may then be contacted with a glycosyltransferase specific far a galactose acceptor 
moiety and an sialic acid acceptor moiety, in the presence of siaHc acid-nucleotide donor 
molecules to ensure complete the S A capping of all of flie glycan molecules. 

20 In other exemplary embodiments, the peptide is expressed in insect cells, such the SF- 

9 cell line, according to methods well known in Ibe art. When a peptide with N-linked glycan 
consensus sites is expressed and secreted firom SF-9 cells, the N-linked glycans will often 
have the structines depicted in top row of Figure 7. In the terms of Formula 1: 
X^andX^arel-GlcNAc; 

25 a and c = 0 or 1; 

b = 0; 

X^ is fiicose, 
d = 0, 1 or 2; and 
e and x = 0. 

30 The trimannose coi« is present in the vast majority of the N-lmked glycans made by insect 
cells, and sometimes an antennary GbNAc and/or fiicose residue(s) are also present. In one 
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exemplary embodiment, the N-Iinked glycans of a peptide expressed and secreted fixm insect 
cells is remodeled to the preferred humanized glycan by JBrst contacting the glycans with a 
glycosidase specific to fiicose molecules, then contacting the glycans with a 
glycosyltransferases specific to the mBimose acceptor molecule on each antennary of the 

5 tcimamiose core, a GlcNAc donor molecule in the presence of nucleotide-GlcNAc molecules; 
then contacting the glycans with a glycosjdtransferase specific to a GlcNAc acceptor " 
molecule, a Gal donor molecule in the presence of nucleotide-Gal molecules; and then 
contacting the glycans with a glycosyltransferase specific to a galactose acceptor molecule, a 
sialic acid donor molecule in the presence of nucleotide-SA molecules. One of skill in the art 

10 will appreciate that the fiicose molecules, if any, can be removed at any time during the 
procedure. In another exemplary embodiment, the humanized glycan of the previous 
example is remodeled fijrfher to the sialylated Lewis X glycan by contacting the glycan 
ftirther with a glycosyltransferase specific to a GlcNAc acceptor molecule, a fiicose donor 
molecule in the presence of nuoleotide-fiicose molecules. This process is illustrated in Figure 

15 10 and Example 3. 

In yet other exemplary embodiments, the peptide is expressed in yeast, such as 
Saccharomyces cerevisiae, according to methods well known in the art. When a peptide with 
N-linked glycan consensus sites is expressed and secreted from S. cerevisiae cells, the N- 
lioked glycans will have the structures depicted at the left in Figure 5. The N-Hnked glycans 
20 will always have the trimannosjd core, which will often be elaborated with mannose or 
related polysaccharides of up to 1000 residues. In the terms of Formula 1: 
and X^ = [-Man - Man - (Man)o.iooo ; 
a and c =1 or 2; 
b, d, e and X =■ 0. 

25 In one exemplary embodiment, the N-lihked glycans of a peptide expressed and secreted 
fiom yeast cells are remodeled to the elemental trimannose core by first contacting the 
glycans with a glycosidase spedfic to a2 mannose molecules, then contacting the glycans 
with a glycosidase specific to a6 mannose molecules. This process is illustrated in Figure 5 
and Example 6. In another exemplary embodiment, the N-linked glycans are further 

30 remodeled to make a glycan suitable for an recombinant antibody with Fc-mediated cellular 
toxicity ftaicli(m by contacting the elemental trimannose core glycans with a 
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glycosyltransferase specijfic to the maimose acceptor molecule on each aotennary of the 
trimamose core, a GlcNAc donor molecule in the presence of nucleotide-GlcNAc molecules; 
then contacting the glycans with a glycosyitramferase specific to the mannose acceptor 
molecule in the middle of the trimamiose core, a GlcNAc donor molecule in the presence of 
nucleotide-GlcNAc molecules; then contacting the glycans with a glycosyltransferase 
specific to a GlcNAc acceptor molecule, a Gal donor molecule in ttie presence of nucleotide- 
Gal molecules; and then contacting the glycans with a glycosyltransferase specific to a 
galactose acceptor molecule, a siaHc acid donor molecule in the presence of nucleotide-S A 
molecules. This process is illustrated in Figures 2, 3 and 4. 

In another exemplary embodiment, the peptide is escpressed in bacterial cells, in 
particular E. coli cells, according to methods well known in the art. When a peptide with N- 
linked glycans consensus sites is expressed in E. coli cells, theN-linked consensus sites will 
not be glycosylated. In an exemplary embodiment, a humanized glycan molecule is built out 
from the peptide backbone by contacting the peptides with a glycosyltransferase specific for a 
N-linked consensus site and a GlcNAc donor molecule in the presence of nucleotide- 
GlcNAc; and finiiier sequentially contacting liie growing glycans with glycosyltransferases 
specific for the acceptor and donor moieties in the present of Ifae required donor moiety until 
the desired glycan structure is completed. When a peptide with N-linked glycans is 
expressed in a eukaryotic cells but without the proper leader sequences that direct the nascent 
peptide to the golgi q)paratus, the mature peptide is likely not to be glycosylated. In this case 
as weU the peptide may be given N-linked glycosylation by building out from the peptide N" 
linked consensus site as aforementioned. When a protein is diemically modified with a sugar 
moiety, it can be built out as aforementioned. 

These examples are meant to illustrate the invention, and not to limit it One of skill 
in the art will appreciate that the steps taken in each example may in some circumstances be 
able to be performed in a different order to get the same result. One of skill in the art will 
also understand that a different set of steps may also produce the same resulting glycan. The 
preferred remodeled glycan is by no means specific to the expression system that the peptide 
is expressed in. The remodeled glycans are only illustrative and one of skill in the art will 
know how to take the principles fi»m these examples and apply them to peptides produced in 
. different expression systems to make glycans not specifically described herein. 
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B. Method to remodel O-lmked glvcans 

0-glyoosyiation is cbaracterized by the attachment of a variety of monosaccharides in 
an 0-glycosidic linkage to hydroxy amino acids. 0-gIycosylation is a widespread post- 
translational modification in the imima\ and plant kingdoms. The structural complexity of 
glycans 0-linked to proteins vastly exceeds that of N-linked glycans. Serine or threonine 
residues of a newly translated peptide become modified by virtue of a peptidyl GalNAc 
transferase in the cis to trans compartments of the Golgi. The site of O-glycosylation is 
determined not only by the sequence specificity of the glycosyltransferase, but also 
epigenetic regulation mediated by competition between different substrate sites and 
competition with other glycosyltraasferases responsible for forming the glycan. 

The 0-linked glycan has been arbitrarily defined as having three regions: the core, Uie 
backbone region and the peripheral region. The "core" region of an O-linked glycan is the 
inner most two or three sugars of the glycan chain proximal to the peptide. The backbone 
region mainly contributes to the length of the glycan chain formed by uniform elongation. 
The peripheral region exhibits a high degree of structural complexity. The structural 
complexity of the O-linked glycans begins with the core structure. In most cases, the first 
sugar residue added at the O-linked glycan consensus site is GalNAc; however tiie sugar may 
also be GkNAc, glucose, mannose, galactose or fiicosej among others. Figure 11 is a diagram 
of some of the known O-linked glycan core structures and the enzymes responsible for their 
in vivo synthesis. 

In mammalian cells, at least eight different O-linked core structures are found, all 
based on a oore-a-GalNAc residue. The four core structures depicted in Figure 12 are the 
most common. Core 1 and core 2 are the most abundant structures in mammalian cells, and 
core 3 and core 4 are found in more restricted, organ-characteristic expression systems. O- 
linked glycans are reviewed in Montreuil, Structure and Synthesis of Glycopeptides, In 
Polysaccharides in Medicinal AppUcations, pp. 273-327, 1996, Eds. Severian Damitriu, 
Maicel Dekker, NY, and in Schachter and Brockhausen, The Biosynthesis of Branched O- 
Linked Glycans, 1989, Society for Experimental Biology, pp. 1-26 (Great Britain). 

It will be apparent fi:om the present disclosure that the glycan structure of O- 
glycosylated peptides can be remodeled using similar techniques to those described for N- 
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linked glycans. O-glycans differ jfrom N-glycans in that they are linked to a serine or 
threonine residue rather than an asparagine residue. As described herein with respect to N- 
giycan remodeling, hydrolytic enzymes can be used to cleave unwanted sugar moieties in an 
0-liiiked glycan and additional desired sugars can then be added thereto, to build a 

5 customized 0-glycan structure on the peptide (See Figures 11 and 12). 

Hie initial step in O-glycosylation in mammalian cells is the attachment of N- 
acetylgalactosamine (GalNAc) using any of a family of at least eleven known a-N- 
acetylgalactosaminyltransferases, each of which has a restricted acceptor peptide specificity. 
Generally, the acceptor peptide recognized by each enzyme constitutes a sequence of at least 

10 ten amino acids. Peptides that contain the amino acid sequence recognized by one particular 
GalNAc-transfetase become 0-glycosylated at the acceptor site if they are ejqjoressed in a ceil 
ejqpressing the enzyme and if they are appropriately localized to the Golgi apparatus where 
XJDP-GalNAc is also present. " 

However, in the case of recombinant proteins, the initial attachment of the GalNAc 

15 may not take place. The a-N-acetylgdactosaminyltransferase enzyme native to the 

expressing cell may have a consensus sequence specificity which differs ftom that of the 
recombinant peptide being expressed. 

The desired recombinant peptide may be expressed in a bacterial cell, such as E. coli, 
that does not synthesize glycan chains. In these cases, it is advantageous to add the initial 

20 GaLNAc moiety in vitro. The GalNAc moiety can be introduced in vitro onto the peptide 

once the recombinant peptide has been recovered in a soluble form, by contacting the peptide 
witibi the appropriate GalNAc transferase in the presence of UDP-GalNAc. 

In one embodiment, an additional sequence of amino acids that constitute an effective 
acceptor for transfer of an 0-linked sugar may be present Such an amino acid sequence is 

25 encoded by a DNA sequence fused in frame to the coding sequence of the pqptide, or 

alternatively, may be introduced by chemical means. The peptide may be otherwise lacking 
glycan chains. Alternately, the peptide may have N- and/or O-linked glycan chains but 
require an additional glycosylation site, for example, when an additional glycan substituent is 
desired. 

30 111 an exemplary embodiment, the amino acid sequence PTTTK-COOH, which is the 

natural GalNAc acceptor sequence in the human mucin MUG-1, is added as a fusion tag. The 
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fusion protein is then expressed in E. coli and purified. The peptide is then contacted wilii 
recombinant human GalNAc-transferases T3 or T6 m the presence of UDP-GalNAc to 
transfer a GalNAc residue onto the peptide in vitro. 

This glycan chain on the peptide may then be further elongated using the methods 

5 described in reference to the N-linked or 0-linked glycans herein. Alternatively, the GalNAc 
transferase reaction can be carried out in the presence of UDP-GalNAc to which PEG is 
covalently substituted in the 0-3, 4, or 6 positions or the N-2 position. Glycoconjugation is 
described in detail elswhere herein. Any antigenicity introduced into the peptide by the new 
peptide sequence can be conveniently masked by PEGylation of the associated glycan. The 

10 acceptor site fusion technique can be used to introduce not only a PEG moiety, but to 

introduce other glycan and non-glycan moieties, including, but not limited to, toxins, anti- 
infectives, cytotoxic agents, chelators for radionucleotides, and glycans with other 
functionalities, such as tissue targeting. 



15 Exemplary Embodiments 

The remodeling of 0-linked glycosylation is best illustrated with reference to Formula 

2: 



(X'')m 

AA— GalNAc — (Gal)f — 



Formula 2 describes a glycan structure comprising a GalNAc which is covalently linked 
20 preferably to a serine or threonine residue on a peptide backbone. While this structure is used 
to illustrate the most common forms of 0-linked glycans, it should not be construed to limit 
the mvention solely to these 0-linked glycans. Other forms of O-linked glycans are 
illustrated in Figure 1 1 . Prefored ejqpression systems useful m the present invention express 
and secrete exogenous peptides havuig 0-linked glycans comprising the GalNAc residue. 
.25 Using the remodeling methods of the invention, the glycan stractuies on these peptides can 
be conveniently remodeled to generate any desired glycan structure. One of in the art 
will appreciate that O-hnked glycans can be remodeled using the same principles, enzymes 
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and reaction conditions as those available in the art once armed with the present disclosure. 
Exemplary reaction conditions are found throughout the Examples. 

In preferred embodiments, the glycan structures are remodeled so that the structure 
described in Foimula 2 has specific moieties. The structure of the glycan may be chosen to 
enhance the biological activity of the peptide, confer upon the peptide a new biological 
activity, remove or alter a biological activity of pqptide, or better approximate the 
glycosylation pattern of the native peptide, among others. 

In the first preferred embodiment, the peptide O-linked glycans are remodeled to 
better approximate the glycosylation pattem of native human proteins. In this embodiment, 
the glycan structure described in Formula 2 is remodeled to have the foUowing moieties: 

x2isl-SA;orl-SA-SA; 

f andn = Oor 1; 
is SA; 

m-0. 

This embodiment is particularly advantageous for human peptides expressed in heterologous 
cellular expression systems. By remodelmg the O-linked glycan stiructures to have this 
configuration, the peptide can be rendered less immunogenic in a human patient anil/or more 
stable. 

In the another preferred esmbodiment, the peptide O-linked glycans are remodeled to 
display a sialylated Lewis X antigen. In this embodiment, the glycan stiiicture described in 
Formula 2 is remodeled to have the following moieties: 

X^ is hSA; 

X^** is Fuc or |-GlcNAc(Fuc)-Gal-S A; 

fandn=l; 

m = 0. 

This embodiment is particularly advantageous when the peptide which is being remodeled is 
most effective when targeted to a selectin molecule and cells exhibiting the same. 

In a yet another preferred embodiment, the peptide O-hnked glycans are remodeled to 
contain a conjugated moiety. The conjugated moiety may be a PEG molecule, another 
peptide, a small molecule such as a drag, among others. In this embodiment, tiie glycan 
stiicture described in Formula 2 is remodeled to have the following moieties: 
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is l-SA-R; 

f=i; 

naudm = 0; 

where R is the conjugate grptip. 
This embodiment is useM for coiy ugating the peptide to PEG molecules that will slow the 
clearance of the peptide fi»m the patient's bloodstream, to peptides that will target both 
peptides to a specific tissue or cell or to another peptide of complemeaitary therapeutic use. 

It will be clear to one of skill in the art that the invaation is not limited to the preferred 
glycan molecules described above. The preferred embodiments are only a few of the many 
useful glycaa molecules that can be made using the remodeling methods of the invention. 
Those skilled in the art will know how to design other useful glycans once aimed with the 
present invention. 

In ttie first dxemplary embodiment, the pqptide is expressed in a CHO (Chinese 
hamster cell line) according to methods well known in the art. When a peptide with 0-linked 
glycan consensus sites is expressed and secreted fiom CHO ceUs, the majority of the O- 
linked glycans will often have the structure, in the teams of Formula 2, 

X'=!-SA; 

f=l; 

mandn=0. 

Therefore, most of the ^ycans in CHO cells do not require remodelmg in order to be 
acceptable for use in a human patient. In an exemplary embodiment, the 0-linked glycans of 
a peptide expressed and secreted from a CHO cell are remodeled to contain a sialylated 
Lewis X structure by contacting the glycans with a glycosyltransferase specific for the 
GalNAc acceptor moiety and the ftioose donor moiety in the presence of nucleotide-fucose. 
This process is illustrated on N-linked glycans in Figure 10 and Example 3. 

In o&er exanplary embodiments, the peptide is expressed in insect cells such as sf9 
according to methods well known in the art. When a peptide havmg 0-linked glycan 
consensus sites is expressed and secreted from most sJ© cells, the majority of the 0-linked 
glycans have the structure, in the terms of Formula 2: 

X^ = H; 

f=Oor i; 
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n atid m = 0. 

See, for example, Marchal et al., (2001, Biol. Chetn. 382:151-159). Jh one exeinplary 
embodiinent, the 0-linked glycan on a peptide expressed in an insect cell is remodeled to a 
humanized glycan by contacting the glycans with a glycosyltransferase specific for a GalNAc 
5 acceptor molecule and a galactose donor molecule in the presence of nucleotide-Gal; and 
thea contacting the glycans with a glycosyltransferase specific for a Gal acceptor molecule 
and a SA donor molecule in Uie presence of nucleotide-SA. In another exemplary 
embodiment, the O-lioked glycans are remodeled jEiirfher fix)m the humanized farm to the 
sialylated Lewis X form by further contacting the glycans with a glycosyltransferase specific 
10 for a GalNAc acceptor molecule and a fucose donor molecule in the presence of nucleotide- 
fiicose. 

In yet another exemplary embodiment, the peptide is expressed in fimgal cells, in 
particular S. cerevisiae cells, according to methods well known in the art. When a peptide 
with 0-linked glycans consensus sites is expressed and secreted fijom S. cerevisiae cells, the 
1 5 majority of the O-lioked glycans have the stracture: 

j - AA-Man- Mani.j. 

See Gemmill and Trimble (1999, Biochim. Biophys. Acta 1426:227-237). In order to 
remodel these O-linked glycans for use in human, it is preferable that the glycan be cleaved at 
the amino acid level and rebuilt firom there. 

20 In an exemplary embodiment, the glycan is the 0-linked glycan on a peptide 

expressed in a fungal cell and is remodeled to a humanized glycan by contacting the glycan 
with an endoglycosylase specific for an amino acid - GalNAc bond; and then contacting the 
glycan with a glycosyltransferase specific for a O-linked consensus site and a GalNAc donor 
molecule in the presence of nucleotide-GalNAc; contacting the glycan with a 

25 glycosyltransferase specific for a GalNAc acceptor molecule and a galactose donor molecule 
in the presence of nucleotid^Gal; and then contacting the glycans with a glycosyltransferase 
specific for a Gal acceptor molecule and a SA donor molecule in the presence of nucleotide- 
SA. 

Alternately, in another exemplary embodiment, the glycan is the O-linked glycan on a 
3 0 peptide expressed in a fungal cell and is remodeled to a humanized glycan by contacting the 
gjycan with an protein 0-mannose p-l,2-N-acetylglucosaminyltransferase (POMGnTT) in the 
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presence of GlcNAc-nucleotide; then contacting the glycan with an galactosyltransferase in 
the presence of nucleotide-Gal; and then contractiug the glycan with an sialyltraosferase in 
the presence of nucleotide-SA. 

Iq another exemplary embodiment, the peptide is expressed in bacterial ceils, in 
particular E. coli cells, according to methods well known in the art. When a peptide with an 
0-linked glycan consensus site is ejqpressed in E. coU cells, the 0-linked consensus site will 
not be glycosylated. In this case, the desired glycan molecule must be built out flom the 
peptide backbone in a manner sbnilar to that describe for S. cerevisiae expression above. 
Further, when a peptide having an O-lmked glycan is expressed in a eukaryotic cell without 
the proper leader sequences to direct the nascent peptide to the golgi apparatus, the mature 
peptide is likely not to be glycosylated. In this case as weU, an 0-linked glycosyl structure 
may be added to the peptide by building out the glycan directly fiom the peptide 0-linked 
consensus site. Further, when a protein is chemically modified with a sugar moiety, it can 
also be remodeled as described herein. 

These examples are meant to illustrate the invention, and not to limit it in any way. 
One of skill in the art will appreciate that the steps taken in each example may in some 
circumstances be performed in a different order to achieve the same result. One of skill in the 
art will also understand that a different set of steps may also produce the same resulting 
glycan. Futher, thd preferred remodeled glycan is by no means specific to the expression 
system that the peptide is expressed m. The remodeled glycans are only illustrative and one 
of skill in the art will know how to take the principles from these examples and apply them to 
peptides produced in different expression systems to generate glycans not specifically 
described herein. 

C. Glvcoooniupation. in general 

The invention provides methods of preparing a conjugate of a glycosylated or an 
unglycosylated peptide. The conjugates of the invention are formed between peptides and 
diverse species such as water-soluble polymers, therapeutic moieties, diagnostic moieties, 
targeting moieties and the like. Also provided are conjugates that include two or more 
peptides linked together through a hnker arm, i.e., multifunctional conjugates. The multi- 
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functional conjugates of the invention can include two or more copies of the same peptide or 
a coEection of diverse peptides with different structures, and/or properties. 

The conjugates of the invention are formed by the enzymatic attachment of a 
modified sugar to the glycosylated or imglycosylated peptide. The modified sugar, when 
5 uitCTposed between the peptide and the modiJ^g group on the sugar becomes what is 
referred to herein as "an intact glyoosyl linking group." Using the exquisite selectivity of 
enzymes, such as glycosyltransferases, the present method provides peptides that bear a 
desired group at one or more specific locations. Thus, according to the present invention, a 
modified sugar is attached directly to a selected locus on the peptide chain or, altematively, 

10 the modified sugar is appended onto a carbohydrate moiety of a pqptide. Peptides in which 
modified sugars are bound to both a peptide carbohydrate and directly to an amino acid 
residue of the peptide backbone are also within the scope of the present invention. 

In contrast to known chemical and enzymatic peptide elaboration strategies, the 
methods of the invention make it possible to assemble peptides and glycopeptides that have a 

1 5 substantially homogeneous derivatization pattern; the enzymes used in the invention are 

generally selective for a particular amino acid residue or combination of anoino acid residues 
of the peptide. The methods are also practical for large-scale production of modified peptides 
and glycopeptides. Thus, the methods of the invention provide a practical means for large- 
scale preparation of peptides having preselected substantially uniform derivatization patterns. 

20 The methods are particularly well suited for modification of therapeutic peptides, including 
but not limited to, peptides that are incompletely glycosylated during production in cell 
culture cells (e.g., mammalian cells, insect cells, plant cells, fungal cells, yeast cells, or 
prokaryotic cells) or transgenic plants or animals. 

The methods of the invention also provide conjugates of glycosylated and 

25 unglycosylated peptides with increased therapeutic half-life due to, for example, reduced 

clearance rate, or reduced rate of uptake by the immune or reticuloendothelial system (RES). . 
Moreover, the methods of the invention provide a means for masking antigenic determinants 
on peptides, thus reducing or eliminating a host immune response against the peptide. 
Selective attachment of targeting agents can also be used to target a peptide to a particular 

30 tissue or cell surfece receptor that is specific for the particular targeting agent. Moreover, 
there is provided a class of peqptides that are specifically modified with a therapeutic moiety. 
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1. The Conjugates 

In a first aspect, the present invention provides a conjugate between a peptide and a 
selected moiety. The link between the peptide and the selected moiety includes an iatact 
5 glycosyl linking group interposed between the peptide and the selected moiety. As discussed 
herein, the selected moiety is essentially any species that can be attached to a saccharide unit, 
resulting in a ''modified sugar" that is recognized by an appropriate transferase enzyme, 
which appends the modified sugar onto the peptide. The saccharide component of the 
modified sugar, when interposed between the peptide and a selected moiety, becomes an 
10 "intact glycosyl linking group." The glycosyl linking group is formed from any mono- or 
oligo-sacdiaride that, after modification with a selected moiety, is a substrate for an 
appropriate transferase. 

The conjugates of the invention will typically correspond to the general structure: 




15 in which the symbols a, b, c, d and s represent a positive, non-zero integer; and t is 

either 0 or a positive integer. The "agent" is a therapeutic agent, a bioactive agent, a 
detectable label, water-soluble moiety or the like. The "agent" can be a peptide, e.g., 
enzyme, antibody, antigen, etc. The linker can be any of a wide array of linkmg groups, 
infra. Alternatively, the linker maybe a single bond or a "zero order linker." The identity of 

20 the peptide is without limitation. Exemplary peptides are provided in Figure 1 . 

In an exemplary embodiment, the selected moiety is a water-soluble polymer. The 
water-soluble pol3iaiier is covalently attached to the peptide via an uitact glycosyl linking 
group. The glycosyl linking group is covalently attached to either an amino add residue or a 
glycosyl residue of the peptide. Alternatively, the glycosyl linking group is attached to one 

25 or more glycosyl units of a glycopeptide. The invention also provides conjugates in which 
the glycosyl linking group is attached to both an amino acid residue and a glycosyl residue. 

In addition to providing conjugates that are formed through an enzjmatically added 
intact glycosyl linking groiq), the present invention provides conjugates that are highly 
homogenous in their substitation patterns. Using the methods of the invention, it is possible 
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to foim peptide conjugates in which essentially all of the modified sugar moieties across a 
population of conjugates of the invention are attached to multiple copies of a structurally 
id^tical amino acid or glycosyl residue. Thus, in a second aspect, the invention provides a 
peptide conjugate having a population of water-soluble polymer moieties, which are 

5 covalemtly bouad to the peptide through an intact glycosyl linking group. In a preferred 
conjugate of the invention, essentially each member of the population is bound via the 
glycosyl linkmg group to a glycosjd residue of the peptide, and each glycosyl residue of the 
peptide to which the glycosyl linking group is attached has the same stoicture. 

Also provided is a peptide conjugate having a population of water-soluble polymer 

1 0 moieties covalemtly bound thereto through an intact glycosyl linking group. In a preferred 
embodiment, essentially every member of the population of water soluble polymer nmieties 
is bound to an amino acid residue of the peptide via an intact glycosyl linking group, and 
each amino acid residue having an intact glycosyl Mdag group attached thereto has the same 
structure. 

1 5 The present invention also provides conjugates analogous to those described above in 

which the peptide is conjugated to a therapeutic moiety, diagnostic moiety, targeting moiety, 
toxin moiety or tiie like via an intact glycosyl linkmg group. Each of the above-recited 
moieties can be a small molecule, natural polymer (e.g., pqrtide) or synthetic polymer. 

In an exemplary embodiment, mterleukin-2 CIL-2) is conjugated to transferrin via a 
20 bifimctional linker that includes an intact glycosyl linking group at each terminus of the PEG 
moiety (Scheme 1). For example, one tenninus of the PEG linker is functionalized with an 
intact sialic acid linker that is attached to transferrin and the other is functionalized with an 
intact GalNAc linker that is attached to IL-2. 

In another exemplary embodiment, EPO is conjugated to transferrin. In another 
25 exemplary embodiment, EPO is conjugated to. glial derived neurotropic growth factor 

(GDNPF)- t^®se embodunents, each conjugation is accomplished via a bifimctional linker 
that includes an mtact glycosyl linking group at each tenninus of flie PEG moiety, as 
aforementioned. Transferrin transfers the protein across the blood brain barrier. 

As set forth in the Figures appended hereto, the conjugates of the invention can 
30 mclude intact glycosyl linkuig groups that are mono- or multi-valent (e.g., antennary 

structines), see, Figures 13-21. The conjugates of tiie invention also include glycosyl linking 
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groups that are O-Hiiked glycans originatmg ftom serine or threonine (Figure 10). Thus, 
conjugates of tiie invention include both species in which a selected moiety is attached to a 
peptide via a monovalent glycosyl Unking group. Also included within the invention are 
coiyugates in which more than one selected moiety is attached to a peptide via a multivalent 
5 linking group. One or more proteins can be conjugated together to take advantage of their 
biophysical and biological properties. 

In a still further embodiment, the invention provides conjugates that localize 
selectively in a particular tissue due to the presence of a targeting agent as a component of the 
conjugate. In an exemplary embodiment, the targetmg agent is a protem. Exemplary 
1 0 proteins include transferrin (brain, blood pool), human serum (HS)-glycoprotein (bone, brain, 
blood pool), antibodies (brain, tissue with antibody-specific antigen, blood pool), coagulation 
Factors V-Xn (damaged tissue^ dots, cancer, blood pool), serum protems, e.g., a-aoid 
glycoprotein, fetuin, a-fetal protein (brain, blood pool), p2-glycoprDtem (liver, 
atherosclerosis plaques, brain, blood pool), G-CSF, GM-CSF, M-CSF, and EPO (immune 
1 5 stimulation, cancers, blood pool, red blood cell overproduction, neuroprotection), and 
albumin (increase in half-life). 

In addition to the conjugates discussed above, the present invention provides methods 
for preparing these and otiiesr conjugates. Thus* in a fiirfiier aspect, the invention provides a 
method of forming a covalent conjugate between a selected moiety and a peptide. 
20 Additionally, the invention provides methods for targeting conjugates of the invention to a 
particular tissue or region of the body. 

In exemplary embodiments, the conjugate is formed between a water-soluble 
polymer, a therapeutic moiety, targeting moiety or a biomolecule, and a glycosylated or non- 
glycosylated peptide. The polymer, therapeutic moiety or biomolecule is conjugated to the 
25 peptide via an intact glycosyl linking group, which is interposed between, and covalently 
linked to both the peptide and the modifying group (e.g., water-soluble polymer). The 
method includes contacting the peptide with a mixture containing a modified sugar and a 
glycosyltransferase for which the modified sugar is a substrate. Hie reaction is conducted 
under conditions sufficient to form a covalent bond between the modified sugar and the 
30 peptide. The sugar moiety of the modified sugar is preferably selected firom nucleotide 
sugars, activated sugars and sugars, which are neither nucleotides nor activated. ' 
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In one embodiment, the invention provides amettiod for linkiog two or more pq)tides 
through a linking group. The linkmg group is of any useful structure and may be selected 
fcom straight-chain and branched chain structures. Preferably, each terniinus of the linker, 
whidi is attadied to a peptide, includes a modified sugar (i.e., a nascent intact glycosyl 
5 linking group). 

In an exenq)lary method of the invention, two peptides are linked together via a linker 
moiety that includes a PEG linker. The construct conforms to the general structure set forth 
in the cartoon above. As described herein, the construct of the invention includes two intact 
glycosyl linTring groups (i.e., s + 1 = 1). The focus on a PEG hnker that includes two glycosyl 

10 groups is for purposes of clarity and should not be interpreted as limiting the identity of Imker 
arms of use in this embodiment of the invention. 

Thus, a PEG moiety is fimctionalized at a JBrst teraiinus with a first glycosyl unit and 
at a second terminus with a second glycosyl unit. The first and second glycosyl units are 
preferably substrates for different transferases, allowing orthogonal attachment of the first 

1 5 and second peptides to the first and second glycosyl units, respectively. In practice, the 
(glycosyl)'-PEG-(glycosylf hnker is contacted with the first peptide and a first transferase 
for which the first glycosyl unit is a substrate, thereby foiming 

(peptide)^-(glycosyl)^-PEG-(glycosyl)^. The first transferase and/or unreacted peptide is then 
optionally removed firom the reaction mixture. The second peptide and a second transferase 
20 for which file second glycosyl unit is a substrate are added to the 
(peptide)^ -(glycosyl)^ -PEG-(glycosyl)^ conjugate, foiming 

(peptide)^-(glycosyl)^-PEG-(giycosyr/-(peptide)^ . Those of skill in the art will appreciate 
that the method outlined above is also applicable to forming conjugates between more than 
two peptides by, for example, the use of a branched PEG, dendrimer, poly(ammo acid), 

25 polysaccharide or the like. 

As noted previously, in an exen^lary embodiment, intearleukin-2 (IL-2) is conjugated 
to transferrin via a bifimctional linker that includes an intact glycosyl linking group at each 
terminus of the PEG moiety (Scheme 1). The IL-2 conjugate has an in vivo half-life that is 
increased over that of IL-2 alone by virtue of the greater molecular size of the conjugate. 

30 Moreover, the conjugation of IL-2 to transferrin serves to selectively target the conjugate to 
the brain. For example, one termdnus of the PEG linker is fimctionalized with a CMP-sialic 
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acid and the otEea* is ftmctionalized with an UDP-GaJNAc. The linker is combined with IL-2 
in the presence of a GalNAc transferase, resulting in the attaditnent of the GalNAc of the 
linker arm to a serine and/or threonine residue on the IL-2. 

In another exemplary embodiment, transferrin is conjugated to a nucleic acid for use 
in gene ther^y. 

Scbeme 1 

I tamsfttrinJ— — \ 

^ — SA 



sialidase 



\ / \ 



CMP-SA-PEG-QalNAo-UDP 
2. GalNAc tiansfeiase 
IL-2 



/ — Gal — SA-PEG-GalNAc-IL-2 

I transferrin/^" 

^ ^» — Gal — SA-PEG-GalNAc-IL-2 

The processes described above can be carried through as many cycles as desired, and 
is not limited to forming a conjugate between two peptides with a single linker. Moreover, 

10 those of sIdU in the art will appreciate that the reactions functionalizing the intax>t glycosyl 
linking groups at the tennini of the PEG (or other) linker with the peptide can occur 
simultaneously in the same reaction vqssel, or they can be carried out in a step-wise fashion. 
When the reactions are carried out in a step-wise manner, the conjugate produced at each step 
is optionally purified from one or more reaction components (e.g., enzymes, peptides). 

15 A still further exemplary embodiment is set forth in Scheme 2, Scheme 2 shows a 

method of preparing a conjugate that targets a selected protem, §.g., EPO, to bone and 
increases the circulatory half-life of the selected protein. 
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Scheme 2 

/ X /—Gat CMP-SArPS&CaHTOP / \ / Gd^PHG-GnMIDP 

( HSQpV- N .... . *■ ( HSGP}— N - 

\~J \ Qat "»ly««»«wi>»> \^___/ N GaHEfclEQ^M-UDP 



EFO 



gdactosyHnnsfensB 



/" \ I Gal-SA-PEG-Gal-BPO 

( HSGp) — N 

^ Ga!-SA-PEC3-GaI-EF0 



The use of reactive derivatives of PEG (or otiier linkers) to attach one or more peptide 
moieties to liie liuker is within tiie scope of tiie present invention. The invention is not 
limited by the identity of the reactive PEG analogue. Many activated derivatives of 
poly(ethylene glycol) are available commercially and in tiie Uterature. It is well witiun tiie 
abilities of one of skiU to choose, and synthesize if necessary, an appropriate activated PEG 
derivative witii which to prepare a substrate useful in the present invention. See, AbuchowsM 
etal Cancer Biochem. Biophys., 7: 175-186 (1984); Abuchowski et al, J. Biol. Chem,, 252: 
3582-3586 (1977); Jackson etal. Anal. Biochem., 165: 114-127 (1987); Koide et al, 
Biochem Biophys. Res. Commm.. Ill: 659-667 (1983)), tiesylate (Nilsson et al. Methods 
EnzymoL, 104: 56-69 (1984); Delgado et al, BiotechnoL Appl Biochem., 12: 119-128 

(1990) ); N-hydroxysuccinimide derived active esters (Buckmann et al, Mdkromol Chem., 
182: 1379-1384 (1981); Joppich eif a/., Mah-omol Chem., 180: 1381-1384 (1979); 
Abuchowski etal.. Cancer Biochem. Biophys., 7: 175-186 (1984); Katree? al Proc. Natl 
Acad. Sci. aS.A., 84; 1487-1491 (1987);Kitamurae/fl/., Cancer Res., 51: 4310-4315 

(1991) ; Boccu et al, Z Natmforsch., 38C: 94-99 (1983), carbonates (ZaUpsky etal, 
POLY(ETHYLENE GLYCOL) CHEMISTRY: BlOIECHNICAL AND BIOMEDICAL APPUCATIONS, 
Harris, Ed., Pleuum Press, New York, 1992, pp. 347-370; Zalipsky et al, Biotechnol Appl 
Biochem., 15: 100-114 (1992); Veronese a/., 4Pi?^. Biochem. Biotech., 11: 141-152 
(1985)), imidazolyl fomiates (Beauchamp etal. Anal Biochem., 131: 25-33 (1983); Berger 
et al. Blood, 71: 1641-1647 (1988)), 4-ditinopyridines (Woghiren et al, Bioconjugate 
Chem., 4: 314-318 (1993)), isocyanates (Bymietal.,ASAIO Journal, M649-M-653 (1992)) 
and epoxides (U.S. Pat. No. 4,806,595, issued to Noishiki et a/.,.(1989). Otiier linking groups 
include the urelhane linkage betweea amino groups and activated PEG. See, Veronese, et al., 
Appl Biochem. BiotechnoL, 11: 141-152 (1985). 
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In another exemplary embodiment in which a reactive PEG derivative is utilized, the 
invention provides a method for extending the blood-circulation half-life of a selected 
peptide, in essence targeting the peptide to the blood pool, by conjugating the peptide to a 
synthetic or natural poljtaier of a siz© sufficient to retard the filtration of the protein by the 
glomerulus (e.g., albumin). This embodiment of the invention is illustrated in Scheme 3 in 
which erythropoietin (EPO) is conjugated to albumin via a PEG linker using a combination of 
chemical and enzymatic modification. 



Scheme 3 



©CMP-SArPEG-X 
»^ . ^ albummj— PEG— SA-CMP 




X = Activating group 




BPO 



^^^^ — PEG— SA — ^^^^O^ 

10 Thus, as shown in Scheme 3, an amino add residue of albumin is modified with a 

reactive PEG derivative, such as X-PEG-(CMP-sialic acid), in which X is an activating group 
(e.g., active ester, isothiocyanate, etc). The PEG derivative and EPO are combined and 
contacted vwth a transferase for which CMP-sialic add is a substrate. In a further illustrative 
embodiment, an s-amine of lysine is reacted with the N-hydroxysucdnimide ester of the 

15 PEG-linker to form the albumin conjugate. The CMP-sialic acid of the linker is 

enzymatically conjugated to an appropriate residue on EPO, e.g.. Gal, thereby forming the 
cory ugate. Those of skill will appreciate that the above-described method is not limited to the 
reaction partners set forth. Moreover, the method can be practiced to form conjugates that 
include more than two protein moieties by, far example, utilizing a branched linker having 

20 more than two termini. 

2. Modified Sugars 

Modified glycosyl donor species Cmodified sugars") are preferably selected firom 
modified sugar nucleotides, activated modified sugars and modified sugars tiiat are simple 
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saccharides that are neither nucleotides nor activated. Any desired carbohydrate structure can 
be added to a peptide using the metbiods of the invention. Typically, the structure will be a 
monosaccharide, but the present invention is not limited to the use of modified 
monosaccharide sugars; oligosaccharides and polysaccharides are useJEul as well. 

The modifying group is attached to a sugar moiety by enzymatic means, chemical 
means or a combination thereof, thereby producing a modified sugar. The sugars are 
substituted at any position that allows for the attachment of the modifying moiety, yet which 
stiU allows the sugar to function as a substrate for ttie enzyme used to ligate the modified 
sugar to the peptide. In a preferred embodiment, when siahc acid is the sugar, the sialic acid 
is substituted with the modifying group at either the 9-position on the pyruvyl side chain or at 
the 5-posi1ian on the amine moiety that is normally acetylated in sialic add. 

In certain embodiments of the present invention, a modified sugar nucleotide is 
utilized to add the modified sugar to the pqptide. Exemplary sugar nucleotides that are used 
in the present invention ui their modified form include nucleotide mono-, di- or triphosphates 
or analogs thereof. In a preferred embodiment, the modified sugar nucleotide is selected 
from a UDP-glycoside, CMP-glycoside, or a GDP-glycoside. Even more preferably, the 
modified sugar nucleotide is selected fi:om an UDP-galactose, UDP-galactosamine, UDP- 
ghicose, UDP-glucosamme, GDP-mannose, GDP-fiicose, CMP-sialic acid, or CMP-NeuAc. 
N-acetylamine derivatives of the sugar nucleotides are also of use in the method of the 
invention. 

■ The invention also provides methods for synthesizing a modified peptide using a 
modified sugar, e.g., modified-galactose, -fiicose, and -sialic acid. When a modified sialic 
add is used, either a sialyltransferase or a trans-siahdase (for a2,3-lin]£ed siahc acid only) can 

be used in these methods . 

In other embodiments, the modified sugar is an activated sugar. Activated modified 
sugars, which are usefiil in the present invention are typically glycosides which have been 
synthetically altered to include an activated leaving group. As used herein, the term 

"activated leaving groi^" refers to those moieties, which are easily displaced in enzyme- 
regulated nucleophilic substitution reactions. Many activated sugars are known m the art. 
See, for example, Vocadlo et al.. In Carbohydrate Chemistry and Biology, Vol. 2, Ernst 
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et al Ed., Wiby-VCH Verlag: Wemhemi, Geraiany, 2000; Kodama et al. Tetrahedron Lett. 
34: 6419 (1993); Lougheed, et al, J. Biol Chem. 274: 37717 (1999)). 

Examples of activating groups (leaving groups) include fluoro, chloro, bromo, 
tosylate ester, mesylate ester, triflate ester and the like. Preferred activated leaving groups, 

5 for use in the present invesntion, are those that do not significantly sterically encumber the 
enzymatic transfer of the glycoside to the acceptor, Accoirdingly, preferred embodimeats of 
activated glycoside derivatives include glyoosyl fluorides and glycosyl mesylates, with 
glycosyl fluorides being particularly preferred. Among the glycosyl fluorides, a-galactosyl 
fluoride, a-marmosyl fluoride, a-glucosyl fluoride, a-fiicosyl fluoride, a-xylosyl fluoride, a- 

1 0 sialyl fluoride, a-N-acetylglucosaminyl fluoride, a-N-acetylgalactosaminyl fluoride, p- 
galactosyl fluoride, p-mannosyl fluoride, p-glucosyl fluoride^ p-&cosyl fluoride, p-xylosyl 
fluoride, p-sialyl fluoride, p-N-acetylglucosaminyl fluoride and P-N-acetylgalactosaminyl 
fluoride are most preferred. 

By way of illustration, glycosyl fluorides can be prepared from the free sugar by first 

1 5 acetylating the sugar and then treating it with HF/pyridine. This generates the 

thermodynamically most stable anomer of the protected (acetylated) glycosyl fluxnide (Le., 
the a-^ycosyl fluoride). If the less stable anomer (i.e., the p-glycosyl fluoride) is desired, it 
can be prepared by converting the peracetylated sugar with HBr/HOAc or with HCl to 
* generate the anomeric bromide or chloride. This intermediate is reacted with a fluoride salt 

20 such as silver fluoride to generate the glycosyl fluoride. Acetylated glycosyl fluorides may 
be deprotected by reaction with mild (catalytic) base in methanol (e.g. NaOMe/MeOH). In 
addition, many glycosyl fluorides are commercially available. 

Other activated glycosyl derivatives can be prepared using conventional methods 
known to those of skill in the art. For exaraple, glycosyl mesylates can be prepared by 

25 treatment of the fuUy benzylated hemiacetal form of the sugar with mesyl chbride, followed 
by catalytic hydrogenation to remove the benzyl groups. 

In a further exemplary embodiment, the modified sugar is an oligosaccharide having 
an antennary stnicture. In a preferred embodiment, one or more of liie termini of the 
antennae bear the modij^dng moiety. When more than one modifying moiety is attached to 

30 an oligosaccharide having an antennary structure, the oligosaccharide is useful to "arnqpUfy" 
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flie modifying moiety; each oligosaccharide irait co]]Jugated to the peptide attaches multiple 
copies of the modifying group to the peptide. The general strachire of a typical chelate of the 
invention as set forth in the drawing above, encompasses multivalent species resulting from 
preparing a conjugate of the invention utilizing an antennary structure. Many antennary 
5 saccharide structures are known in the art, and the present method can be practiced wilh them 
without limitation. 

Exemplary modifying groups are discussed bebw. The modifjdng groups can be 
selected foi one or more desirable property. Exemplary properties include, but are not 
limited to, enhanced pharmacokinetics, enhanced phanhacodynamics, improved 
10 biodistribution, providing a polyvalent species, improved water soiubihty, enhanced or 
diminished lipopbiHcity, and tissue targeting. 

D. Peptide Conjugates 

a) Watear-Soluble Polymers 

The hydropHlicity of a selected peptide is enhanced by conjugation with polar 

1 5 molecules such as amine-, ester-, hydroxyl- and polyhydroxyl-containing molecules. 
Representative examples include, but are not limited to, polylysine, polyethyleneimine, 
poly(ethylene glycol) and poly(propyleneglycol). Preferred water-soluble polymers are 
essentially non-fluorescent, or emit such a minimal amount of fluorescence that they are 
in^propiiate fer use as a fluorescent marker in an assay. Polymers that are not naturally 

20 occurring sugars may be used. Jn. addition, the use of an otherwise naturally occurring sugar 
that is modified by covalent attachment of another entity (e.g,, poly(e1hylene glycol), 
poly(propylene glycol), poly(aspartate), biomolecule, therapeutic moietj', diagnostic moiety, 
etc.) is also contemplated. In another exemplary embodiment, a therapeutic sugar moiety is 
conjugated to a linker arm and the sugar-linker arm is subsequently conjugated to a peptide 

25 via a method of the invention. 

Metihods and chemistry for activatioii of water-soluble polymers and saccharides as 
well as methods for conjugating saccharides and polymers to various species are described in 
the literature. Commonly used methods for activation of polymers include activation of 
functional groups with cyanogen bromide, periodate, glutaraldehyde, biepoxides, 

30 epicblorohydrin, divinylsulfone, carbodiimide, sulfonyl halides, tricblorotriazine, etc. (see, R. 
F. Taylor, (1991), Protein Immobilisation. Fundamentals and Applications, Marcel 
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Dekker, N.Y.; S. S. Wong, (1992), CHEMISTRY OF Protein Conjugation AND 
Crosslinking, CRC Press, Boca Raton; G. T. Heaananson et al, (1993), Immobilized 
Affinity LiGAND Techniques, Academic Press, N.Y.; Duon, R.L., et al, Eds. Polymeric 
Drugs And Drug Delivery Systems, ACS Symposium Series VoL 469, American 

5 Chemical Society, Washington, D.C. 1991). 

Routes for preparing reactive PEG molecules and forming conjugates using the 
reactive molecules are known in the art. For example, U.S. Patent No. 5,672,662 discloses a 
water soluble and isolatable conjugate of an active ester of a polymer acid selected from 
linear or branched poly(alkylene oxides), poly(oxyethylatedpolyols), poly(olefinic alcohols), 

10 and poly(acrylomorpholine), wherein the polymer has about 44 or more recurring units. 

U.S. Patent No. 6,376,604 sets fijrth a method for preparing a water-soluble 1- 
benzotriazolylcarbonate ester of a water-soluble and non-peptidic polymer by reacting a 
terminal hydroxyl of the polymer wilii di(l-benzotriazoyl)carbonate in an organic solvent. 
The active ester is used to form conjugates with a biologically active agent such as a protein 

15 or peptide. 

WO 99/45964 describes a conjugate comprising a biologically active agent and an 
activated water soluble polymer comprising a polymer backbone having at least one terminus 
linked to the polymer backbone through a stable linkage, wherein at least one terminus 
comprises a branching moiety having proximal reactive groups linked to the branching 

20 moiety, in which the biologically active agent is linked to at least one of the proximal reactive 
groups. Other branched poly(efhylene glycols) are described in WO 96/21469, U.S. Patent 
No. 5,932,462 describes a conjugate formed with a branched PEG molecule that includes a 
branched terminus that includes reactive fimctional groups. Hie free reactive groups are 
available to react with a biologically active species, such as a protein or peptide, fomung 

25 conjugates between the poly(ethylene glycol) and the biologically active species. U.S. Patent 
No 5,446,090 desraribes a bifimctional PEG linker and its use in forming conjugates having a 
peptide at each of the PEG linker ternaini. 

Conjugates that include degradable PEG linkages are described in WO 99/34833; and 
WO 99/14259, as well as in U.S. Patent No. 6,348,558. Such degradable linkages are 

30 a^splicable in the present invention. 
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Although both reactive PEG derivatives and conjugates formed using the derivatives 
are known in the art, until the present invention, it was not recognized fliat a conjugate could 
be formed between PEG (or other polymer) and another species,, such as a peptide or 
glycopeptide, through an intact glycosyl linking group. 
5 Many water-soluble polymers are known to those of skill in the art and are useful in 

practicing the present invention. The term water-soluble polymer encompasses species such 
as saccharides (e.g., dextran, amylose, byalouromc add, poly(sialic acid), heparans, heparins, 
etc.); poly (amino acids); nucleic acids; synthetic polymers (e.g., poly(acrylic acid), 
poly(ethers), e.g., poly(ethylene glycol); peptides, proteins, and the like. The present 

1 0 invention may be practiced with any water-soluble polymer with the sole limitation that the 
polymer must include a point at which the remainder of the conjugate can be attached. 

Methods for activation of polymers can also be found in WO 94/17039, U.S. Pat. No. 
5,324,844, WO 94/18247, WO 94/04193, U.S. Pat No. 5,219,564, U.S. Pat. No. 5,122,614, 
WO 90/13540, U.S. Pat. No. 5,281,698, and more WO 93/15189, and for conjugation 

15 between activated polymers and peptides, e.g. Coagulation Factor VIH (WO 94/15625), 
hemoglobin (WO 94/09027), oxygen carrying molecule (U.S. Pat. No. 4,412,989), 
ribonuclease and superoxide dismutase (Veronese at al, App. Biochem. Biotech. 11: 141-45 
(1985)). 

Preferred water-soluble polymers are those in which a substantial proportion of the 
20 polymer molecules in a sample of the polymer are of approximately the same molecular 
weighl; such polymers ate '*homodispeirse." 

The present invention is further illustrated by reference to a poly(ethylene glycol) 
conjugate. Several reviews and monographs on the fimctionahzation and conjugation of PEG 
are available. See, for example, Harris, Macronol. Chem, Phys. CIS: 325-373 (1985); 
25 Scouten, Methods in Enzymology 135: 30-65 (1987); Wong et al. Enzyme Microb. Technol 
14: 866-874 (1992); Delgado et al. Critical Reviews in Therapeutic Drug Carrier Systems 9: 
249-304 (1992); Zalipsky, 5iocoK/Mgflfe Chem. 6: 150-165 (1995); and Bhadra, etal, 
Pharmazie, 57:5-29 (2002). 

Poly(ethylene glycol) molecules suitable for use in the invention include, but are not 
30 limited to, those described by the following Formula 3 : 
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Formula 3. 



z 




R= H, alkyl, benzyl, aryl, acetal, OHC-, Hi2N-C3H2CH2-, HS-CH2CH2-, 

Y 



5 



■(CH2)q ^. , -sugar-nucleotide, protdn, methyl, ethyl; 




X, Y, W, U (independently selected) = O, S, Mi, N-R'; 

R', R'" (independently selected) = alkyi, benzyl, aryl, alkyl aryl, pyridyl, substituted aryl, 
arylalkyl, acylaryl; 
n=lto2000; 
10 m, q, p (independently selected) = 0 to 20 
o = 0 to 20; 

Z = HO, ISIH2, halogen, S-R"', activated esters, 



-sugar-nucleotide, protein, imidazole, HOST, tetrazole, hahde; and 
15 V = HO, ISIHa, halogen, S-R'", activated esters, activated amides, -sugar-nucleotide, protein. 

]h preferred embodiments, the poly(ethyiene glycol) molecule is selected fiom the 
following: 



Y 



Y 





U 
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Me-(OCH2CH2)n— O 



O 



Me-(OCH2CH2)n-OY2 
O 



Me-(OCH2CH2)n-0,^^^. 



H 

Me-(OCH2CH2)n— N 



O 



o o 



Me- 



H O 

Me-(OCH2CH2)n^N . 

° } 



Me~(OCH2CH2)n HN 
O 



Me-(OCH2CH2)n— S-Z 

Me-(OCH2CH2)n— N-Z 

The poly(ethylene glycol) useful in fonning the conjugate of the invention is either linear or 
branched. Branched poly(ethylene glycol) molecules suitable for use in the invention 
include^ but are not limited to, those described by the following Formula: 
Formula 4: 

R"-Wy V.(OCH2CH2)n-X. 



(CH2), 



R'— Ajr>(OCH2CH2)p-B 




R', R", R'" (independently selected) = H, alkyl, beaazyl, aryl, acetal, OHC-, H2N-CH2CH2-, 
HS-CH^CHa-, -(CH2)qCY-Z, -sugar-nucleotide, protein, methyl, ethyl, heteroaryl, 
acylalkyl, acylaryl, acylalkylaryl; 
X,Y, W, A, B (independently selected) = O, S, NH, N-R', (CH2)i; 
10, n, p (independeaatly selected) = 1 to 2000; 
m, q, o (independently selected) = 0 to 20; 
Z ~ HO, NH2, halogen, S-R'", activated esters, 

Y Y 



V 



-(CH2)p (CH2); 



-sugar-nucleotide, protein; 
15 V = HO, NH2, halogen, S-R'", activated esters, activated amides, 
-sugar-nucleotide, proteia. 
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The in vivo half-life, area under the curve, and/or residence time of therapeutic 
peptides can also be enhanced with water-soluble polymers such as polyethylene glycol 
(PEG) and polypropylene glycol (PPG). For example, chemical modification of proteins with 
PEG (PEGylation) increases their molecular size and decreases their surface- and functional 
5 groTip-accessibility, each of which are dependent on the size of the PEG attached to the 
protein. This results in an improvement of plasma half-lives and in proteolytic-stability, and 
a decrease in immunogenicity and hepatic uptake (Chaffee etalJ. Clin. Invest. 89: 1643- 
1651 (1992); Pyatak etal Res. Commun. Chem. Pathol Pharmacol. 29: 113-127 (1980)). 
PEGylation of iQterleuldba-2 has been reported to increase its antitumor potency in vivo (Katre 

10 etal. Proc. Natl. Acad. Sci. USA, 84: 1487-1491 (1987)) and PEGylation of a F(ab')2 derived 
from the monoclonal antibody A7 has improved its tumor localization (Kitamura et al. 
Biochem. Biophys. Res. Commun. 28: 1387-1394 (1990)). 

In one prefeired embodimeant, the in vivo half-life of a peptide derivatized with a 
water-soluble polymer by a method of the invention is increased relevant to the vivo half- 

15 life of the non-derivatized peptide. In another preferred embodiment, the area under the 
curve of a peptide derivatized with a water-soluble polymer using a method of the invention 
is increased relevant to the area under the curve of the non-deriyatized peptide. In another 
preferred embodiment, the resideaace time of a peptide derivatized with a water-soluble 
polymer using a method of the invention is increased relevant to the residence time of the 

20 non-derivatized peptide. Techniques to determine the in vivo half-life, the area under the 
curve and the residence time are well known in the art. Descriptions of such techniques can 
be found in J.G. Wagner, 1993, Pharmacoldnetics for the Phamiaceutical Scientist, 
Technamic Publishing Company, Inc. Lancaster PA. 

The increase in peptide in vivo half-life is best expressed as a range of percent 

25 increase in tiiis quantity. The lower end of the range of percent increase is about 40%, about 
60%, about 80%, about 100%, about 150% or about 200%. The upper end of the range is 
about 60%, about 80%, about 100%, about 150%, or more than about 250%. 

In an exemplary embodiment, the present invention provides a PEGylated follicle 
stimulating hormone (Examples 9 and 10). In a furtiier exemplary embodiment, the invention 

30 provides a PEGylated transferrin (Example 13). 
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Oftier exemplary water-soluble polymers of use in the invention include, but are not 
limited to linear or branched poly(alkylene oxides), poly(oxyethylated polyols), poly(olefinic 
alcohols), and poly(acrylomotpholine), dextran, starch, poly(amino acids), etc. 
Water-insoluble polymers 
5 The conjugates of the invention may also include one or more water-insoluble 

polymers. This enibodiment of the invention is illustrated by the use of the conjugate as a 
vdiicle with which to deliver a therapeutic peptide in a controlled mannea-. Polymeric drug 
delivery systems are known in the art fee, for example, Dunn et aL, Eds. Polymeric 
Drugs And Drug Delivery Systems, ACS Symposium Series Vol. 469, American 
10 Chemical Society, Washmgton, D.C. 1991. Those of skill ih the art will appreciate that 
substantially any known drug delivery system is applicable to the conjugates of the preseat 
invention. 

Representative water-insoluble polymers include, but are not limited to, 
polyphosphazdnes, poly(vinyl alcohols), pplyamides, polycarbonates, polyalkylenes, 

1 5 polyacrylamides, polyalkylene glycols, polyalkylene oxides, polyalkylene terephthalates, 
polyvinyl ethers, polyvinyl esters, polyvinyl halides, polyvinylpyrroUdone, polyglycolides, 
polysiloxanes, polyurethanes, poly(methyl methacrylate), poly(ethyl methacrylate), 
poly(butyl mothacrylate), poly(isobutyl methacrylate), poly(hexyl methacrylate), 
poly(isodecyl methacrylate), polyClauryl methaoylate), poly(phenyl methacrylate),. 

20 poly(mefhyl acrylate), poly(isoprapyl acrylate), poly(isobutyl acrylate), poly(octadecyl 
acrylate) polyethylene, polypropylene, poly(efhylene glycol), poly(ethylene oxide), poly 
(ethylene terephthalate), poly(vinyl acetate), polyvinyl cMoride, polystyrene, polj'vinyl 
pyrrolidone, pluxonics and polyvinylphenol and copolymers thereof. 

Synthetically modified natural polymers of use in conjugates of the iavention include, 

25 but are not limited to, alkyl celluloses, hydroxyalkyl celluloses, cellulose ethers, cellulose 
esters, and nitrocellulose. Particularly prejBsacred members of the broad classes of 
synthetically modified natural polymers include, but are not hmited to, methyl cellulose, 
ethyl cellulose, hydroxypropyl cellulose, hydroxypropyl methyl cellulose, hydroxybutyl 
methyl cellulose, cellulose acetate, cellulose propionate, cellulose acetate butyrate, cellulose 

30 acetate phthalate, carboxymethyl cellulose, cellulose triacetate, cellulose sulfate sodium salt, 
and polymers of acrylic and methacrylic esters and alginic add. 



-158- 



wo 03/031464 



PCT/CS02/32263 



Cohn et al, U.S. Patent No. 4,826,945). These copolymers are not crosslinked and are water- 
soluble so ttiat the body can excrete the degraded block copolymer compositions. See, 
Younes et al, JBiomed. Mater. Res. 21: 130M316 (1987); and Colin etaL, JBiomed. 
Mater, iies. 22: 993-1009 (1988). 
5 Presently preferred bioresorbable polymers include one or more components selected 

frompoly(esters), poly(hydroxy acids), poly(lactones), poly(amides), poly(ester-aniides), 
poly (amino acids), poly(anhydrides), poly(orthoesters), poly(carbonates), 
poly(phpsphazines), poly(phosphoesters), poly(l3uoesters), polysaccharides and mixtures 
thereof. More preferably still, the biosresorbable polymer includes a poly(hydroxy) acid 
10 component. Of the poly(hydroxy) acids, polylactic acid, polyglyoolic add, polycaproic acid, 
polybutyric acid, polyvaleric acid and copolymers and mixtures thereof are preferred. 

In addition to forming fragments that are absorbed in yivo ("bioresorbed"), preferred 
polymeric coatings for use in the methods of the invention can also form an excretable and/or 
metaboUzable fragment. 
1 5 Higher order copolymers can also be used in the present iovention. For example, 

Casey et al, U.S. Patent No. 4,438,253, which issued on March 20, 1984, discloses tri-block 
copolymers produced from the transesterificadon of poly(glycolic acid) and an hydioxyl- 
ended poly(alkyleiie glycol). Such compositions are disclosed for use as resorbable 
monofilament sutures. The flexibility of such compositions is controlled by the incorporation 
20 of an aromatic orthocaibonate, such as tetra-p-tolyl orthocarbonate into the copolymer 
structure. 

Other coatings based on lactic and/or glycolic acids can also be utilized. For example, 
Spinu, U.S. Patent No. 5,202,41 3, which issued on April 13, 1993, discloses biodegradable 
multi-block copolymers having sequentially ordered btocks of polylactide and/or 

25 polyglycolide produced by ring-opening polymerization of lactide and/or glycolide onto 
either an oligcmeric diol or a diamine residue followed by chain extension with a di- 
fimctional compound, such as, a diisocyanate, diacylchloride or dichlorosilane. 

Bioresorbable regions of coatings useful in the present invention can be designed to 
be hydrolytically and/or enzymatically cleavable. For purposes of the present iavention, 

30 "hydrolytically cleavable" refers to the susceptibility of the copolymer, especially the 

bioresorbable region, to hydrolysis in water or a water-containing environment. Similarly, 
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polysaccharides, polyurethane hydrogel, polyurethane-urea hydrogd and combinations 
thereof are presently preferred. 

In yet another exemplary embodimCTit, the conjugate of the invention includes a 
component of a liposome. Liposomes can be prepared according to melhods known to those 

5 skilled in the art, for example, as described in Eppstein et aL, U.S. Pateaot No. 4,522,8 1 1, 
which issued on June 11,1 985. For example, liposome formulations may be prepared by 
dissolving appropriate lipid(s) (such as stearoji phosphatidyl efhanolamine, stearoyl 
phosphatidyl choline, arachadoyl phosphatidyl choline, and cholesterol) in an inorganic 
solvent that is then evaporated, leaving behind a thin fihn of dried lipid on the surface of the 

10 container. An aqueous solution of the active compound or its pharmaceuticaUy acceptable 
salt is to, introduced into the container. The container is then swirled by hand to free lipid 
material from the sides of the container and to disperse lipid aggregates, thereby forming the 
liposomal suspension. 

The above-recited microparticles and methods of preparing the microparticles are 

15 offered by way of example and tbey are not intended to define the scope of microparticles of 
use in the present invention. It will be apparent to those of skill in the art that an an-ay of 
microparticles, fabricated by different methods, are of use in the present invaition. 
c) Biomolecules 

In another preferred embodiment, the modified sugar bears a biomolecule. In still 
20 further preferred embodiments, the biomolecule is a functional protein, enzyme, antigen, 
antibody, peptide, nucleic acid {e.g., single nucleotides or nucleosides, oligonucleotides, 
polynucleotides and single- and higher-stranded nucleic acids), lectin, receptor or a 
combination thereof. 

Same preferred biomolecules are essentially non-fluorescent, or emit such a minimal 
25 amount of fluorescence that they are inappropriate for use as a fluorescent marker in an assay. 
Other biomolecules may be fluorescent. The use of an otherwise naturally occurring sugar 
that is modified by covalent attachment of another entity (e,g., PEG, biomolecule, therapeutic 
moiety, diagnostic moiety, etc) is appropriate. In an exemplary embodiment, a sugar moiety, 
which is a biomolecule, is conjugated to a linker arm and the sugar-liriker arm cassette is 
30 subsequeaotly conjugated to a peptide via a method of the invention. 
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Neuroimmunol, 64(1):91-100 (1996); Schmidt, J., J. Neuroscl Res., 65(l):59-67 (2001); 
Wender, et al, Folia Neuropathol, 39(2):91-93 (2001); Martin, et al. Springer Semin. 
Immunopathol, 18(l):l-24 (1996); Takane, et al, J. Pharmacol E^. Ther., 294(2):746-752 
(2000); Sburlati, et al, Biotechnol Prog., 14:189-192 (1998); Dodd, et al, Biochimica et 
5 Biophysica Acta, 787:183-187 (1984); Edelbauni, et al, J. Interferon Res., 12:449-453 
(1992); Conradt, etal,J. Biol Chem., 262(30):14600-14605 (1987); Civas, etal.,Eur. J. 
Biochem,, 173:311-316 (1988); Detnolder, a/., J: J?/o?ecA«o/., 32:179-189 (1994); Sedmak, 
et al, J. Interferon Res., 9(Suppl 1):S61-S65 (1989); Kagawa, etal, J. Biol Chem., 
263(33):! 7508-175 15 (1988); Hershenson, et al, U.S. Patent No. 4,894,330; Jayaram, et al, 
10 J. Interferon Res., 3(2): 177-180 (1983); Menge, et al. Develop. Biol Standard, 6«:391-401 

(1987) ; VonJc, et al, J. Interfeton Res., 3(2):169-175 (1983); and Adolf, et al, J. Interferon 
Res., 10:255-267 (1990). For references relevant to interferon-o, see, Asano, et al, Eur, J, 
Cancer, 27(Suppl 4):S21-S25 (1991); Nagy, et al. Anticancer Research, 8(3):467-470 

(1988) ; Dron, et al,J. Biol Regul Homeost. Agents, 3(1):13-19 (1989); Habib, et al,Am. 
15 Surg., 67(3):257-260 (3/2001); and Sugyiama, et al, Eur. J. Biochem., 217:921-927 (1993). 

In an exemplary interferon conjugate^, interferon p is conjugated to a second peptide 
via a linker arm. The linker arm includes an intact glycosyl linking group through which it is 
attached to the second peptide via a method of the invention. The linkeo: arm also optionally 
includes a second intact glycosyl Mdng group, through which it is attached to tiie interferon. 

20 In another exemplary embodiment, tde invention provides a conjugate of follicle 

stimulating hormone (FSH). FSH is a ^ycoprotein hormone. See, for example, Saneyoshi, 
et al, Biol Reprod., 65:1686-1690 (2001); Habola, et al, J. Endocrinol, 158:441-448 
(1998); Stanton, et al., Mol Cell Endocrinol, 125:133-141 (1996); Walton, et al, J. Clin. 
Endocrinol Metab., 86(8):3675-3685 (08/2001); Ulloa-Aguirre, etal, Endocrine, 11(3):205- 

25 215 (12/1999); Castro-FQ:n&idez, et all, J. Clin. Endocrinol Matab., 85(12):4603-4610 
(2000); Prevost, ^RjsbeccaR., Pharmacotherapy, 18(5):1001-1010 (1998); Lioskens, etal. 
The FASEB Journal, 13:639-645 (04/1999); Butnev, et al, Biol R^rod., 58:458-469 (1998); 
Muyan, et al, Mol Endo., l2(5):766-772 (1998); Min, etal, Endo. J., 43(5):585-593 (1996); 
• Boime, et al. Recent Progress in Hormone Research, 34:271-289 (1999); and Rafferty, et al, 

30 J. Endo., 145:527-533 (1995). The FSH conjugate can be formed in a manner similar to that 
described for interferon. 
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melanotransferrin (p97), cemloplasmin, and divalent cation transporter. Contemplated 
linkages include, but are not limited to, protein-sugar-linker-sugar-protein, protein-sugar- 
Unker-protein and multivalent forms thereof and proteia-sugar-linker-drug where the drug 
includes small molecules, peptides, hpids, among others. 

5 Site-specific and target-oriented delivery of therapeutic agents is desirable for the 

purpose of treating a wide variety of human diseases, such as different types of malignancies 
and certain neurological disorders. Such procedures are accompanied by fewer side effects 
and a higher efficiacy of drug. Various principles have been relied on in designing these 
delivery systems. For areview, see Gamett, Advanced Drug Delivery Reviews 53:171-216 

10 (2001). 

One important consideration in designing a drug dehvery system to target tissues 
specifically. The discovery of tumor surfece antigens has made it possible to develop 
therapeutic approaches where tumor cells displaying definable snrfiace antigens are 
specifically targeted and killed. There are three main classes of therapeutic monoclonal 

1 5 antibodies (MAb) that have demonstrated effectiveness in human cUmcal trials in treating 
malignancies: (1) unconjugated MAb, which either directly mduces growlh inhibition and/or 
apoptosis, or indirectly activates host defaise mechanisms to mediate antitumor cytotoxicity; 
(2) drug-conjugated MAb, which preferentially delivers a potent cytotoxic toxin to the tumor 
cells and therefore miriimizes the systemic cytotoxicity commonly associated with 

20 conventional chemotherapy; and (3) radioisotope-conjugated MAb, which delivers a 

sterilizing dose of radiation to the tumor. See review by Reff et al.. Cancer Control 9:152- 
166 (2002). 

In order to aim MAbs with the power to kill malignant cells, the MAbs can be 
connected to a toxin, which may be obtained fiom a planl^ bacterial, or fungal source, to form 

25 chimeric proteins called unmunotoxins. Frequently used plant toxins are divided into two 
classes: (1) holotoxins (or class n ribosome inactivating proteins), such as ricm, abiin, 
mistletoe lectin, andmodeccin, and (2) hemitoxins (class I ribosome inactivating proteins), 
such as pokeweed antiviral protein (PAP), saporin, Bryodm 1, bougamn, and gelonm. 
Commonly used bacterial toxins include diphtheria toxin (DT) and Pseudomonas exotoxin 

30 (PE). KxGiiman, Current Pharmaceutical Biotechnology 2:313-325 (2001). 
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Conventional inminnotoxins contam an MAb chemically conjugated to a toxin that is 
mutated or chemically modified to minimized binding to noimal cells. Examples include 
anti-B4-blocked ricin, taigeting CDS; and RFB4-deglycosylated ricin A chain, targeting 
CD22. Recombinant inrniunotoxins developed more recently are chimeric proteins 

5 consisting of the variable region of an antibody directed against a tumor antigen fused to,a 
protein toxin using recombinant DNA technology. The toxin is also fiequently geaietically 
modified to remove normal tissue binding sites but retain its cytotoxicity. A large number of 
differentiation antigens, overexpressed receptors, or cancer-specific antigens have been 
identified as targets for immunotoxins, e.g., CD19, CD22, CD20, IL-2 receptor (CD25), 

10 CD33, IL-4 receptor, EGF receptor and its mutants, ErB2, Lewis carbohydrate, mesolhelin, 
transferrin receptor, GM-CSF receptor, Ras, Bcr-Abl, and c-Kit, for the treatment of a variety 
of malignancies including hematopoietic cancers, glioma, and breast, colon, ovarian, bladder, 
and gastrointestinal cancers. See e.g., Brinkmann et aL, Expert Opin. Biol. Ther. 1:693-702 
(2001); Perentesis and Sievers, Hematology/Oncology Clinics of North America 15:677-701 

15 (2001). 

MAbs conjugated with radioisotope are used as another means of treating human 
malignancies, particularly hematopoietic malignancies, with a high level of specificity and 
effectiveness. The most commonly used isotopes for therapy are the high-energy -emitters, 
such as "^I and ^Y. Recently, "^Bi-labeled aati-CD33 humanized MAb has also been tested 
20 in phase I human clinical trials. Reff etal., Ji^pra. 

A number ofMAbs have been used for therapeutic purposes. For example, the use of 
rituximab (Rituxan™), a recombinant chimeric anti-CD20 MAb, for treating certain 
hematopoietic malignancies was approved by the FDA in 1997. Other MAbs that have smce 
been approved for therapeutic uses in treating human cancers mclude: alemtuzumab 
25 (Campath-IH™). a humanized rat antibody against CD52; and gemtuzranab ozogamicm 
(Mylotarg™), a caJicheamicin-conjugated humanized mouse antCD33 MAb. The FDA is 
also currently examining the safety and efficacy of several other MAbs for the purpose of 
site-specific delivery of cytotoxic agents or radiation, e.g., radiolabeled Zevalin™ and 

Bexxar™. Reffetal., JMpra. 
30 A second important consideration in desigmng a drug delivery system is the 

accessibility of a target tissue to a therapeutic agent This is an issue of particular concern m 
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the case of treating a disease of the cental nervous system (CNS), where the blood-hrain 
barrier prevents the diffusion of macromolecules. Several approaches have been developed 
to bypass the blood-brain barrier for effective delivery of therapeutic agents to the CNS. 

The understanding of iron transport mechanism from plasma to brain provides a 
useful tool in bypassing Ihe blood-brain barrier (BBS). Iron, transported in plasma by 
transferrin, is an essential component of virtually aU types of cells. The brain needs iron for 
metabolic processes and receives iron through transferrin receptors located on brain capillary 
endothehal cells via. receptor-mediated transcytosis andendocytosis. Moos and Morgan, 
Cellular and Molecular Neurobiology 20:77-95 (2000). Dehvery systems based on 
transferrin-transferrin receptor interaction have been estabUshed for the efBcient delivery of 
peptides, proteins, and liposomes into the brain. For example, peptides can be coupled with a 
Mab directed agamst the transferrin recq)tor to achieve greater uptake by the brain. Moos and 
Morgan, Supra. Sinularly, when coupled with an MAb directed against the transferrin 
receptor, the transportation of basic fibroblast growth fector (bFGF) across tiie blood-brain 
barrier is enhanced. Song et al.. The Journal of Pharmacology and ExperimerOal 
Therapeutics 301:605-610 (2002); Wu et al., Journal of Drug Targeting 10:239-245 (2002). 
In addition, a Uposomal dehvery system for effective transport of tiie chemotherapy drug, 
doxorubicin, into C6 glioma has beeai reported, where transferrin was attached to tiie distal 
ends of liposomal PEG chains. Eavarone et al., J Biomed. Mater. Bes, 51:10-14 (2000). A 
number of US patents also relate to delivery methods bypassing the blood-hrain barrier based 
on transferrin-transferrin receptor interaction. See e.g., US Patent Nos. 5,154,924; 
5,182,107; 5,527,527; 5,833,988; 6,015,555. 

There are other suitable conjugation partners for a pharmaceutical agent to bypass the 
blood-brain barrier. For example, US Patent Nos. 5,672,683, 5,977,307 and WO 95/02421 
relate to a method of delivering a neuropharmaceutical agent across the blood-brain barrier, 
where Ihe agent is adnunistered in the form of a fusion protein with a ligand that is reactive 
with a brain capillary endothelial cell receptor; WO 99/00150 describes a drug delivery 
system in which tiie transportation of a drug across Ihe blood-brain barrier is fedUtated by 
conjugation with an MAb directed against human insulin receptor; WO 89/10134 describes a 
chimeric peptide, which includes a pq)tide capable of crossing the blood brain barrier at a 
relatively hi^ rate and a hydrophilic neuropeptide mcapable of transcytosis, as a means of 
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lysosomes which have an acidic pH. Once intemaH2^ into Ihe endosome or lysosoma, the 
linker is hydrolyzed and the therapeutic agent is released from the targeting agent 

In an exemplary embodiment, transferrin is conjugated via a linker to an enzyme 
desired to be targeted to a cell that presents transferrin receptors in a patient. The patient 
could, for example, require enzyme replacement therapy for that particular enzyme. In 
particularly preferred embodiments, the enzyme is one that is lacking in a patient with a 
lysosomal storage disease (see Table 4). Once in circulation, the transferrin-enzyme 
conjugate binds to transferrin receptors and is intemaHzed in early endosomes (Xing et al., 
1998, Biochem. J. 336:667; Li et al., 2002, Trends in Pharmcol. Sci. 23:206; Suhaila et al., 
1998, J. Biol. Chem. 273:14355), Other contemplated targeting agents that are related to 
transferrin include, but are not limited to, lactotransferrin Gactoferrin), melanotiiansferrin 
(p97), cendoplasmin, and divalent cation transporter. 

In another exemplary embodiment, tranfeirin-dystrophin conjugates would eater 
endosomes by the transferrin pathway. Once there, the dystrophin is released due 1» a 
hydrolysable linker which can then be taken to the intracellular compartment where it is 
required. This embodiment may be used to treat a patient with muscular dystrophy by 
supplementing a genetically defective dystrophin gene and/or protein with tiie fimctional 
dystrophin peptide connected to the transferrin. 

E. Therapeutic Moieties 

In another preferred embodiment, the modified sugar includes a therapeutic moiety. 
Those of skill m the art will appreciate that there is overlap between the category of 
tiierapeutic moieties and biomolecules; many biomolecules have therapeutic properties or 
potential. 

The therapeutic moieties can be agents already accqpted for clinical use or they can be 
drugs whose use is experimental, or whose activity or mechanism of action is under 
investigation. The therapeutic moieties can have a proven action in a given disease state or 
can be only hypothesized to show desirable action in a given disease state. In a preferred 
embodiment, the therapeutic moieties are compounds, which axe being screened for their 
ability to interact with a tissue of choice. Therapeutic moieties, which are useful in practicing 
the mstant inventilon mclude drugs from a broad range of drug classes having a variety of 
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Imeomycin, methacycline, methenamme, miaocyclme, neomycro, netilmyciQ, paromomyciiL, 
streptomycin, tobramycin, micon^ole and amantadine. 

Other drug moieties of use in practicing the present invention include antineoplastic 
drugs (e.g., antiandrogens (e.g., leuprolide or flutamide), cytocidal agents (e.g., adriamycin, 
5 doxorubicin, taxol, cyclophosphanude, busulfan, cisplatin, P-2-intea:feron) anti-estrogens 
(e.g., tamoxifen), antimetabolites (e.g., fluorouracil, methotrexate, mercaptopurine, 
thioguanine). Also included within this class are radtoisotope-based agents for both 
diagnosis and therapy, and conjugated toxins, such as ricin, geldanamycin, mytansin, CC- 
1065, C-1027, the duooaimycins, calicheamycin and related structures and analogues thesreof, 

10 The therapeutic moiety can also be a hormone (e.g., mediox3^rogesterone, estradiol, 

leuprolide, megestrol, octreotide or somatostatin); muscle relaxant drugs (e.g., oiimamedrine, 
cyclobenzaprine, flavoxate, orphenadrine^ p^averine, mebeverine> idaverine, ritodrine, 
diphenoxylate, dantrolene and azumolen); antispasmodic drugs; bone-active drugs (e.g., 
diphosphonate and phosphonoalkylphosphinate drug compounds); endocrine modulating 

15 drugs (e.g., contraceptives (e.g., ethinodiol, ethinyl estradiol, norethindrone, mestranol, 
desogestrel, medroxyprogesterone), modulators of diabetes (e.g., glyburide or 
chlorpropamide), anabolics, such as testolactoneor stanozolol, androgens (e.g., 
mefhyltestosterone, testosterone or fluoxymesterone), antidiuretics (e.g., desmopressin) and 
calcitonins). 

20 Also of use in the present invention are estrogens (e.g., diethylstilbesterol), 

glucocorticoids (e.g., triamcinolone, betamethasone, etc.) andprogesterones, such as 
norethindrone, ethynodiol, norethindrone, levonorgestrel; thyroid agents (e.g., hothyronine or 
levofhyroxine) or anti-thyroid agents (e.g., methimazole); antihyperprolactinemic drugs (e.g., 
cabergoHne); hormone suppressors (e.g., danazol or goserelin), oxytocics (e.g., 

25 methylergonovine or oxytocin) and prostaglandins, such as mioprostol, alprostadil or 
dinoprostone, can also be employed. 

Other useful modifying groups include immunomodulating drugs (e.g. , 
antihistamines, mast cell stabilizers, such as lodoxamide and/or cromolyn, steroids (e.g., 
triamcinolone, beclomethazone, cortisone, dexamethasone, prednisolone, 

30 mefhylprednisolone, beclomethasone, or clobetasol), histamine H2 antagonists (e.g. , 

femotidine, cimetidine, ranitidine), immunosuppressants (e.g., azathioprine, cyclosporin), etc. 
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manner analogous to that set fortli using sialic acid as an example. For example, nnmeious 
methods are available for modifying galactose, glucose, N-acetylgalactosamine and fUcose to 
name a few sugar substrates, which are readily modified by art recognized methods. See, for 
example, Elhalabi et al,, Curr. Med. Chem, 6: 93 (1999); and Schafesr et al., J. Org. Chem. 
5 65: 24 (2000). 

In m exemplary embodiment, the peptide that is modified by a method of the 
invention is a peptide that is produced in mammalian cells (e.g., CHO cells) or in a transgoiic 
animal and thus, contains N- and/or 0-linked oligosaccharide chains, which are incompletely 
sialylated. The oligosaccharide chains of the glycopeptide lacking a sialic acid and 

10 containing a terminal galactose residue can be PEGylated, PPGylated or otherwise modified 
with a modified sialic add. 

In Scheme 4, the maanosainiae glycoside 1, is treated with the active ester of a 
protected amiao acid (e.g., glycine) derivative, convertmg the sugar amine residue into the 
corresponding protected amino acid amide adduct. The adduct is treated with an aldolase to 

15 form the sialic acid 2. Compound 2 is converted to the corresponding CMP derivative by the 
action of CMP-SA synthetase, followed by catalytic hydrogenation of the CMP derivative to 
produce compound 3. The amine introduced via formatiQn of the glycine adduct is utilized as 
a locus of PEG or PPG attachment by reacting compound 3 with an activated PEG or PPG 
derivative (e.g., PEG-C(0)NHS, PPG-C(0)NHS), producing 4 or 5, respectively. 

20 SclLeme4 
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Table 2 sets forth representative examples of sugar monophosphates that are 

derivatized with a PEG or PPG moiety. Certain of the compounds of Table 2 are prepared by 

the method of Scheme 1. Other derivatives are prepared by art-recognized methods. See, for 

example, Keppler et al., Glycobiology 11; 1 IR (2001); and Charter et al, Glycobiology 10: 

1049 (2000)). Other amme reactive PEG and PPG analogues are commercialiy available, or 

they can be prepared by methods readily accessible to those of skiU in the art. 

Table 2: Examples of sugar monophosphates that are derivatized -with a 
PEG or PPG moiety 
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Scheme 5 
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The resulting chloro-derivatized glycan is contacted with pyruvate in the presence of an 
aldolase, forming a chloro-derivatized sialic acid. The corresponding nucleotide sugar is 
prepared by contacted the sialic acid derivative with an appropriate nucleotide triphosphates 
and a synthetase. The chloro group on the sialic acid moiety is then displaced with a 
nucleophilic PEG derivative, such as thio-PEG. 

Ota. a further exemplary embodiment, as shown is Scheme 6, a mannosamine is 
acylated with a bis-HOPT dicarboxylate, producing the corresponding amido-alkyl- 
carboxylic acid, which is subsequently converted to a sialic acid derivative. The sialic acid 
derivative is converted to a nucleotide sugar, and the carboxylic acid is activated and reacted 
with a nucleophilic PEG derivative, such as amino-PEG. 
Scheme 6 
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In another exemplary embodiment, set forth in Scheme 7, amine- and carboxyl- 
protected neuxaminic acid is activated by converting the primary hydroxyl group to the 
corresponding p-toluenesulfonate ester, and the methyl ester is cleaved. The activated 
neuraminic acid is converted to the corresponding nucleotide sugar, and the activating group 
is displaced by a nucleophilic PEG species, such as thio-PEG. 



Scheme 7 




In yet a fhrther exemplary embodiment, as set forth in Scheme 8, the primary 
hydroxyl moiety of an amine- and cafboxyl-protected neuraminic acid derivative is alkylated 
using an electrophilic PEG, such as chloio-PEG. The methyl ester is subsequently cleaved 
and the PEG-sugar is converted to a nucleotide sugar. 



Scheme 8 
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Glycans other than siaUc add can be derivatized with PEG using the methods set forth 
herein. The derivatized glycans, themselves, are also within the scope of the invention. 
Thus, Scheme 9 provides an exemplary syntiietic route to a PBGylated galactose nucleotide 
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sugar. The primary hydroxyl group of galactose is activated as the correspondiBg 
toluenesulfonate ester, which is subsequently converted to a nucleotide sugar. 



Scheme 9 
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Scheme 10 sets forth an exemplary route for preparing a galactose-PEG derivative 
that is based Mpon a galactose-6-amitie moiety. Thus, galactosamine is converted to a 
nucleotide sugar, and the amine moiety of galactosamine is functionalized wilfa an active 
10 PEG derivative. 



Scheme 10 
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And Drug Delivery Systems, ACS Sympoaum Series VoL 469, American Chemical 

Society, Washington, D.C. 1991), 

Purification of sngars. nucleotide sugars aad derivatives 

The nucleotide sugars and derivatives produced by the above processes can be used 
5 without purification. However, it is usually preferred to recover the product. Standard, well- 
known techniques for recovery of glycosylated saccharides such as thin or thick layer 
chromatography, column chromatography, ion exchange chromatography, or membrane 
filtration can be used. It is preferred to use membrane filtration, more preferably utihziag a 
reverse osmotic membrane, or one or more column chromatographic techniques for the 

10 recovery as is discussed hereinafter and in the literature cited herein. For instance, membrane 
filtration wherein the membranes have molecular weight cutofif of about 3000 to about 1 0,000 
can be used to remove proteins for reagents having a molecular weight of less than 10,000 
Da.. Membrane filtration or reverse osmosis can then be used to remove salts and/or purify 
the product saccharides (see, e.g., WO 98/15581). Nanofilter membranes are a class of 

15 reverse osmosis membranes that pass monovalent salts but retain polyvalent salts and ' 
uncharged solutes larger than about 100 to about 2,000 Daltons, depending upon the 
membrane used. Thus, in a typical application, saccharides prepared by the methods of the 
present invention will be retauied in the membrane and contaminating salts will pass through. 

20 G. Cross-linMne: Groups 

Preparation of the modified sugar for use in the methods of the present invention 
includes attachment of a modifying group to a sugar residue and fo rmin g a stable adduct, - 
which is a substrate for a glycosyltransferase. Thus, it is ofteu preferred to use a cross- 
Imkiag agent to conjugate the modifying groiq) and the sugar. Exeanplaiy bifimctional 

25 compounds which can be used for attaching modifying groups to carbohydrate moieties 
include, but are not limited to, bifimctional poly(ethylene glycols), polymnides, polyethers, 
polyesters and the like. General approaches for linking carbohydrates to other molecules are 
known in the hterature. See, for example, Lee et al. Biochemistry 28: 1 856 (1989); Bhatia 
et al. Anal. Biochem. 178: 408 (1989); Janda et al, J. Am. Chem. Soc. 112: 8886 (1990) and 

30 Bednarski et al., WO 92/18135. Li the discussion that follows, the reactive groups are treated 
as benign on the sugar moiety of the nascent modified sugar. The focus of the discussion is 
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of the modified sugar to act as a glycosyltransferase substrate, crosslinkers can be used which 
introduce long spacer arms between components and include derivatives of some of the 
previously mentioned ciosslinkears SPDP). Tfaus, there is an abundance of suitable 
crosslinkers, which are useful; each of which is selected depending on the effects it has on 
5 optimal peptide conjugate and modified sugar productiocu 

A variety of reagents are used to modify the components of the modified sugar with 
intramolecular chemical crosslinks (for reviews of crosslinMng reagents and cross linkiri g 
procedures see: Wold, F., Meth. Enzymol 25: 623-651, 1972; Weetall, H. H., and Cooney, D. 
A., In: Enzymes as Drugs. (Holceuberg, and Roberts, eds.) pp. 395-442, Wiley, New York, 

10 1981; Ji, T. H., Meth. Enzymol 91: 580-609, 1983; Mattson et al, Mol Biol Rep. 17: 167- 
183, 1993, all of which are incorporated herein by reference). Preferred crosslinking reagents 
are derived fixan various zero-length, homo-bifiinctional, and hetero-bifunctional crosslinking 
reagents. Zero-length crosslioMng reagents include direct conjugation of two intrinsic 
chemical groups with no introduction of extrinsic material. Agents that catalyze formation of 

15 a disulfide bond belong to this category. Another example is reagents that induce 

condensation of a carboxyl and a primary amino group to form an amide bond such as 
carijodiimides, efhylchloroformate, Woodward's reagent K (2-ethyl-5-phenylisoxazolium-3'- 
sulfonate), and carbonyldiimidazole. In addition to these chemical reagents, the enzyme 
transglutaminase (glutamyl-peptide y-glutamyltransferase; EC 2.3.2.13) may be used as zero- 

20 length crossliokmg reagent. This enzyme catalyzes acyl transfer reactions at carboxamide 
groups of protein-bound glutaminyl residues, usually with a primary amino group as 
substrate. Preferred homo- and hetero-biftmctional reagoits contain two identical or two 
dissimilar sites, respectively, which may be reactive for amino, sulfhydryl, guanidino, indole^, 
or nonspecific groups. 

25 

2. Preferred Specific Sites in Cro sslinkiTig "Reapjenta 
a. Amino-Reactive Groups 
ha one preferred embodiment, 1h.e sites on the cross-linker are amino-reactive groups. 
Useful non-limiting examples of amino-reactive groups include N-hydroxysuccinimide 
30 (MHS) esters, imidoesters, isocyanates, acylhalides, arylazides, p-rdtrophenyl esters, 
aldehydes, and sutfonyl chlorides. 
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are stable, when conjugated to anofher double bond. The resonant interaction of both double 
bonds prevents hydrolysis of the Schiff linkage. Furthermore, amines at high local 
concentrations can attack the ethylenic double bond to form a stable Michael addition 
product. 

Aromatic sulfonyl chlorides react with a variety of sites of the modified sugar 
components, but reaction with the amino groups is the most important, resulting in a stable 

sulfonamide linkage. 

b. Sulfhvdrvl-Reactive Groups 

In another preferred embodiment, the sites are sulfhydryl-reactive groups. Useful, 
non-limiting examples of sulfhydryl-reactive groups include maleimides, alkyl halides, 
pyiidyl disulfides, andthiophthalimides. 

Maleimides react preferentially with the sulfhydiyl group of the modified sugar 
components to form stable thioether bonds. They also react at a much slower rate with 
primary amino groups and the imidazole groups of histidines. However, at pH 7 the 
maleimide group can be considered a sulfhydryl-specific group, since at this pH the reaction 
rate of simple thiols is 1000-fbld greater than that of the corresponding amine. 

Alkyl halides react with sulfhydryl groups, sulfides, imidazoles, and amino groups. 
At neutral to slightly alkaline pH, however, alkyl halides react primarily with sulfhydryl 
groups to form stable thioether bonds. At higher pH, reaction with amino groups is favored. 

Pyridyl disulfides react with 6ee sulfhydryls via disulfide exchange to give mixed 
disulfides. As a result, pyridyl disulfides are the most specific sulfhydryl-reactive groups. 

Tbiophthalimides react with firee sulfhydryl groups to form disulfides. 

c. Carboxvl-Reactive Residue 

In another embodiment, carbodiimides soluble in both water and organic solvent, are 
used as caiboxyl-reactive reagents. These compounds react with &ee carboxyl groups 
forming a pseudourea that can then coupled to available amines yieldmg an amide linkage. 
Procedures to modify a carboxyl group with carbodiimide is well know in the art (see, 
Yamada et al. Biochemistry 20: 4836-4842, 1981). 
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methoxydiphenylmethaiie-4,4'-diisocyanate, 2,2'-dicarboxy-4,4'-azop]ieaQyldiisocyaiiate, and 
hexamethylenediisocyanate. 

Prefeacred, non-limiting examples of homobifimctional arylhalides include 1,5- 
difluoro-2,4-dinitrobenzene (DFDNB), and4,4'-difluoro-3,3'-dini1rophenyl-sulfoiie. 

Preferred, non-limiting examples of homobifunctional aliphatic aldehyde reagents 
include glyoxal, malondialdehyde, and ghitaraldehyde. 

Preferred, non-limiting examples of homobifiinctional acylating reagents include 
nitrophenyl esters of dicarboxylic acids. 

Preferred, non-limiting examples of homobifunctional aromatic sulfonyl chlorides 
include pheaol-2,4-disulfonyl chloride, and a-naphthol-2,4-disulfonyl chloride. 

Preferred, non-limiting exaniples of additional amino-reactive homobifiinctional 
reagents include erythritolbiscarbonate which reacts with amines to give biscarbamates. 

b. Homobifunctional CrosslinWftrs Reactive with Free Sulfhvdrvl 
Groups 

Synthesis, properties, and applications of such reagents are desaibed in the literature 
(for reviews of crosslinking procedures and reagents, see above). Many of the reagents are 
commercially available (e.g.. Pierce Chemical Company, Rockford, HI.; Sigma Chemical 
Company, St Louis, Mo.; Molecular Probes, Inc., Eugene, OR). 

Preferred, non-limiting examples of homobifimctional maleimides include 
bismaleimidohexane (BMH), N,N'-(l,3-phenylBne) bismaleimide» NJ«J'-(1,2- 
phenylene)bismalenrdde, azophenyldimalebnide, andbis(N-maleimidOTnethyI)ether. 

Preferred, non-limiting examples of homobifunctional pjiidyl disulfides include 1,4- 
di-3'-(2'-pyridyldithio)propionamidobutane(pPDPB). 

Preferred, non-limiting examples of homobifunctional alkylhalides include 2,2- 
dicarboxy-4,4'-diiodoacetamidoa2©benzenei a,a'-diiodo-p-xylejiesulfonic acid, a, a'-dihromo- 
p-xylenesulfonic add, N,N'-bis(b-bromoethyl)benzyIanmiei N,^^- 
di(bromoacetyl)phenylthydra2dne, and l,2-di(bromoacetyl)amino-3-phenylpropane. 
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m-malemiidobenzoyl-N-hydrox5^ucciiiimide ester (MBS), m-maleimidobenzoyl-N- 
hydroxysuifosucciiumide ester (sulfo-MBS), succitmnidyl 4-(N-maleiinidomethyl)- 
cyclohexane-l-carboxylate (SMCC), sulfosuccimmidyl 4-(N-maleiinidomefhyl)cycloliexane- 
1-carboxylate (sulfo-SMCC), succiminidyl 4-(ip-maleiimdopheayl)butyrate (SMPB), and 
5 sulfosuccirdmidyl 4-(p-maleimidoplienyl)butyrate (sulfb-SMPB). 

c. Aminn-T leactive HeteroBiflmctional Reagents with an Alkvl Halide 
Moiety 

Synthesis, properties, and appKcations of such reagents are described in the litesrature. 

1 0 Preferred, non-linuting examples of hetero-biftmctional reagents with an alkyl halide moiety 
and an amino-reactiveNES ester iaclude N-succininiidyl-(4-iodoacetyl)aminobenzoate 
(SIAB), sulfosnccimrnidyl-(4-iodoacetyl)anainoben2oate (sulfo-SIAB), succimmidyl-6- 
(iodoacetyOaminohexanoate (SIAX), succimmidyl-6-(6-((iodoacdyl)- 
amino)heacanoylanuno)hexanoate (SIAXX), succiimmdyl-6-(((4-(iodoacetyl)-amino)- 

15 methyl)-cyctohexaii©-l-carbonyl)aininohexanoate (SIACX), and sucGininiidyl-4((iodoacetyl)- 
ainino)methylcyclohexan©-l-carboxylate (SIA-C). 

A preferred example of a heteto-bifiinctional reagent with an amino-reactive NHS 
ester and an alkyl dihalide moiety is N-hydroxysuccinimidyl 2,3-dibromopropionate (SDBP). 
SDBP introduces intramolecular crosslinks to the affinity component by conjugating its 

20 amino groups. The reactivity ofthedibromopropionyl moiety towards prirnaiyatnine groups 
is controlled by the reaction temperature (McKenzie et d.. Protein Chem. 7: 581-592 
(1988)). 

Preferred, non-limiting examples of hetero-bifunctional reagents with an alkyl haKde 
moiety and an amiao-reactive p-nitrophenyl ester moiety include p-nitrophenyl iodoacetate 
25 (NPIA). 

Other cross-l inkin g agents are known to those of skill in flie art. See, for example, 
Pomato et al., U.S. Patent No. 5,965,106. It is within the abilities of one of skill in the art to 
choose an appropriate cross-linking agOTt jfor a particular plication. 



-193- 



wo 03/031464 



PCTrtJS02/32263 



amount for a given enzyme under preselected substrate concentrations and reaction 
conditions are well known to those of skill in the art. 

The temperature at which an above-described-process is carried out can range from 
just above freezing to tiie teniperature at which the most sensitive enzyme denatures. 
Preferred temperature ranges are about 0 "C to about 55 "C, and more preferably about 30 " C 
to about 37 "C. In anottier exemplary embodiment, one or more cpmponeats of the present 
method are conducted at an elevated tempesratare using a theamophilic enzyme. 

The reaction mixture is maintained for a period of time sufficient for the acceptor to 
be glycosylated, thereby forming the desired conjugate. Some of the conjugate can often be 
detected after a few hours, with recoverable amounts usually being obtained within 24 bours 
or less. Those of skill in the art understand that fee rate of reaction is dependent on a number 
of variable factors ie.g, enzyme concentration, donor conceditration, acceptor concentration, 
temperature, solvent volume), which are optimized for a selected system. 

The present invaition also provides for the industiial-scale production of modified 
peptides. As used berein, an industrial scale generally produces at least one gram of finished, 
purified conjugate. 

. In tiie discussion that follows, the invention is exemplified by the conjugation of 
modified sialic acid moieties to a glycosylated pq)tide. The exemplary modified sialic add is 
labeled with PEG. The focus of the following discussion on the use of PEG-modified sialic 
acid and glycosylated peptides is for clarity of illustration and is not intended to imply that 
the invention is limited to iJie conjugation of tiiese two partners. One of skill understands that 
the discussion is generally applicable to the additions of modified glycosyl moieties other 
than sialic acid. Moreover, the discussion is equally applicable to the modification of a 
glycosyl unit with agents other than PEG including other water-soluble polymers, ther^eutic 
moieties, andbiomolecules. 

An enzymatic approach can be used for the selective introduction of PEGylated or 
PPGylated carbohydrates onto a peptide or glycopeptide. The method utilizes modified 
sugars containing PEG, PPG, or a masked reactive firactional group, and is combined wilh 
the appropriate glycosyltransferase or glycosynfliase. By selectiiig the glycosyltransferase 
that will make the desired carbohydrate linkage and utilizing the modified sugar as the donor 
substrate, the PEG or PPG can be introduced directly onto the peptide backbone, onto 
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polymer. Alternatively, an mmodified Gal is added to liie GlcNAc, followed by the addition 
of a sialic acid modified with a water-soluble sugar. In yet a fiirther example, the terminal 
- GlcNAc is conjugated Avith Gal and the GlcNAc is subsequently fucosylated with a modified 
fiicose bearing a water-soluble polymer. 
5 Figure 16 is a scheme similar to that shown in Figure 13, in which high mannOTe is 

trimmed back to the first GlcNAc attached to the Asn of the peptide. In one esxamplej tiie 
GlcNAc of the GlcNAc-(Fuc)a residue is conjugated with a GlcNAc bearing a water soluble 
polymer. In another example, the GlcNAc of the GlcNAc-(Fuc)a residue is modified with 
Gal, which beara a water soluble polymer. In a still further embodiment, the GlcNAc is 
10 modified with Gal, followed by conjugation to the Gal of a sialic acid modified with a water- 
soluble polymer. 

Otiher exemplary embodiments are set forth in Figures 17-21 . An illustration of the 
array of reaction types with which the present invention may be practiced is provided in each 
of the aforementioned figures, 
. 15 The Examples set forth above provide an illustration of the power of the methods set 

forth herein. Using the methods of the invention, it is possible to "trim back" and build up a 
carbohydrate residue of substantially any desired structure. The modified sugar can be added 
to the termini of the carbohydrate moiety as set forth above, or it can be intennediate between 
the peptide core and the temmius of the carbohydrate. 

20 In an exemplary embodiment, an existmg sialic acid is removed firom a glycopeptide 

using a sialidase, thereby unmasking all or most of the underlying galactosyl residues. 
Alternatively, a peptide or glycopeptide is labeled with galactose residues, or an 
oligosaccharide residue that terminates in a galactose unit Following the exposure of or 
addition of the galactose residues, an appropriate sialyltransferase is used to add a modified 

25 sialic acid. The approach is summarized in Scheme 12. > 
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